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2  Studies  on  the  Circulation  in  Man, 

obstructed  part  to  that  in  the  normal  part  to  be  increased  by  con- 
ditions favoring  vasodilatation  acting  equally  on  both  parts  or  on  the 
whole  surface,  for  example,  by  an  increase  of  the  air  temperature, 
whereas  general  cutaneous  vasodilatation  might  very  well  alter  the 
ratio  to  the  disadvantage  of  the  affected  part.  On  the  other  hand, 
purely  central  changes,  affecting  only  the  driving  power  of  the 
heart,  would  leave  the  ratio  unchanged,  however  great  the  absolute 
changes  in  the  flows  might  be. 

These  considerations  have  been  verified  in  a  number  of  cases.  One  of  these 
has  been  already  described.*  The  innominate  and  right  common  carotid  arteries 
were  ligated  by  my  colleague,  Dr.  Carl  Hamann,  in  a  woman  68  years  old. 
for  subclavian  aneurysm.  About  a  month  after  the  operation  the  ratio  of  the 
flow  in  the  right  hand  to  that  in  the  left  was  i :  354  and  i :  348  on  two  suc- 
cessive days.  The  stability  of  the  ratio,  although  the  flow  in  both  hands  was 
somewhat  greater  at  the  first  than  at  the  second  examination,  is  obvious.  Also 
practically  no  vasodilatation  was  caused  in  the  right  hand  when  the  left  was 
immersed  in  warm  water.  The  stability  of  the  ratio  is  clearly,  and  the  failure 
of  the  contralateral  reflex  to  influence  the  flow  is  almost  certainly,  associated 
with  the  still  very  effective  mechanical  block  on  the  arterial  path  of  the  limb. 

Sixteen  weeks  later  the  collateral  circulation  had  opened  up  so  well  that 
the  ratio  had  increased  to  i :  1.3,  and  the  vasomotor  reflexes  from  the  left  to 
the  right  hand  were  now  distinctly  shown  by  the  change  in  the  blood  flow. 

A  case  with  a  different  kind  of  mechanical  block,  namely,  embolism  (and 
thrombosis)  in  the  left  arm  and  the  right  leg,  illustrates  equally  well  the 
criterion  of  stability  of  the  ratio  of  the  flows.  There  was  apparently  at  one  time 
some  temporary  plugging  of  vessels  in  the  right  arm  also,  but  this  cleared  up. 

Costa  B.,  a  dyer,  aged  47  years,  was  in  Lakeside  Hospital  from  Apr.  13, 
1914,  to  May  9,  1914,  suffering  from  rheumatic  fever,  and  left  with  the  physical 
signs  of  mitral  stenosis  and  insufficiency.  On  July  31,  1914,  he  was  read- 
mitted to  the  hospital.  That  morning  while  at  work  he  suddenly  felt  a  severe 
pain  in  the  right  leg,  worst  in  the  groin.  No  pulsation  could  be  detected  in  the 
right  dorsalis  pedis.  The  anterior  tibial  pulse  could  be  felt,  but  was  very  feeble. 
No  pulse  in  the  right  popliteal.  Good  pulsation  in  the  left  leg  in  all  accessible 
arteries.  No  pulse  in  the  left  radial  artery,  but  the  right  is  strong,  rhythmic, 
regular,  and  well  sustained.  The  vessel  wall  is  palpable,  but  not  nodular.  A 
strong  pulse  can  be  felt  in  the  right  brachial.  Blood  pressure,  left  arm,  sys- 
tolic 114,  diastolic  85. 

Sept.  26,  1914.  The  pulse  is  obliterated  in  the  left  radial.  The  left  hand 
is  cold  and  pains  him.  Sept.  30.  He  says  there  is  tingling  of  the  left  hand  and 
right  foot.  The  left  radial  pulse  is  absent  and  never  returned  after  this.  The 
right  radial  pulse  is  diminished.    Right  brachial  felt. 

Oct.  3,  1914.  He  says  that  there  is  no  discomfort  except  tingling  in  the 
right  foot.  Both  extremities  are  warm.  The  right  femoral  pulse  can  be  felt, 
but  not  the  dorsalis  pedis.    No  pulse  in  the  left  radial  or  brachial.     Pulse  in 

2  Stewart,  Arch.  Int.  Med.,  191 3,  xii,  678. 
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right  radial  and  brachial.  On  Oct.  5  it  is  stated  that  the  right  radial  pulse  could 
not  be  felt.  On  Oct.  8  the  right  radial  pulse  was  again  felt,  and  was  always 
present  thereafter.  On  Oct  10  he  complains  of  pain  in  the  left  shoulder  and 
down  the  arm  to  the  elbow.  Physical  signs  of  (compensated)  mitral  stenosis 
and  insufficiency.  The  blood  flow  was  examined  on  Oct.  26,  1914,  at  which 
time  no  improvement  had  occurred  in  the  permeability  of  the  vessels  which 
could  be  detected  by  palpation.  The  left  foot  is  warmer  than  the  right  to 
the   touch. 

First  Examination  of  Blood  Flow. — Costa  B.,  Oct.  26,  1914.  Hands  in  bath 
at  2.56  p.m.,  in  calorimeters  at  3.07,  out  of  calorimeters  at  3.28.  As  always, 
tmless  otherwise  mentioned,  the  quantity  of  water  in  each  hand  calorimeter 
was  3,015  cc. 
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Cooling  of  calorimeters  in  13  minutes,  right  0.19**,  left  0.165**.  Volume  of  right 
hand  473  cc,  of  left  441  cc.  Water  equivalent  of  calorimeters  with  contents, 
right  3A73*  left  3.448.    Pulse  in  carotid  102. 

Feet  in  bath  at  3.44^^  p.m.,  in  calorimeters  at  3.55^2,  and  out  of  calorimeters 
at  4.24-  As  always,  unless  otherwise  mentioned,  the  quantity  of  water  in  each 
foot  calorimeter  was  2,775  cc. 
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4  Studies  on  the  Circulation  in  Man. 

Cooling  of  foot  calorimeters,  0.19°  in  8  minutes  for  right  and  left.  Volume  of 
right  foot  1,191  cc,  of  left  1,188  cc.  Water  equivalent  of  foot  calorimeters  with 
contents,  right  3»856,  left  3*854.    Rectal  temperature  37.45**  C. 

The  blood  flow  in  the  hands  for  the  last  fifteen  minutes  in  the  calorimeters 
was  6.03  gm.  per  100  cc.  per  minute  for  the  right  hand,  and  1.;*^  gm.  for  the 
left,  with  room  temperature  22**  C.  The  ratio  of  the  flow  in  the  left  foot  to 
that  in  the  right  was  1:4.71.  For  the  feet  the  flows  were  1.25  gm.  per  100  cc. 
per  minute  for  the  right,  and  2.50  gm.  for  the  left,  with  room  temperature  22°  C. 
calculated  for  the  last  15  minutes  in  the  calorimeters  when  the  flows  had  be- 
come steady  (ratio  1:2).  The  ratio  of  the  sum  of  the  foot  flows  to  the  sum  of 
the  hand  flows  was  i :  1.94,  and  the  ratio  of  the  flow  in  the  normal  (left)  foot 
to  that  in  the  normal  (right)  hand,  1:2.41,  both  within  the  normal  range  for 
the  ratio  of  foot  to  hand  flow. 

The  man  was  discharged  on  Nov.  20  from  Lakeside  Hospital,  and  was  ad- 
mitted at  the  City  Hospital  on  Feb.  2,  191 5.  He  complains  of  pain  in  the  right 
leg  from  the  groin  down.  When  he  walks  a  little,  the  pain  gets  worse.  There 
are  also  shooting  pains  down  the  leg.  On  placing  a  constricting  band  on  the 
left  arm,  the  superficial  veins  filled  slowly.  When  the  band  was  put  on  the 
right  leg,  none  of  the  superficial  veins  filled.  The  veins  of  the  left  leg  and 
right  arm  filled  rapidly  (Feb.  16).  On  Feb.  9  the  blood  examination  gave 
erythrocytes  5,100,000,  leucocytes  6,400.  Wassermann  negative.  Blood  pressure 
(Feb.  9),  systolic  95,  diastolic  65;  (Feb.  11)  no  and  75.  On  admission  the 
boundaries  of  the  cardiac  dullness  were  the  third  rib.  the  right  sternocostal 
margin,  and  2  cm.  to  the  left  of  the  nipple  line.  The  blood  flow  was  examined 
on  Feb.  24,  1915.  At  this  time  the  grip  of  the  left  hand  was  strong,  scarcely 
weaker  than  that  of  the  right.  The  right  foot  and  lower  leg  feel  markedly 
cold  to  the  touch,  and  there  is  no  pulse  in  the  dorsalis  pedis  or  elsewhere  in 
the  leg.  No  pulse  at  the  left  wrist,  and  the  left  hand  is  colder  to  the  touch 
than  the  right.  There  is  no  difference  in  the  nails  of  the  two  hands.  He  com- 
plains of  pains  in  the  right  leg  and  says  that  it  feels  tired  all  the  time.  The 
left  hand  does  not  now  trouble  him  much.  There  is  some  wasting  of  the 
right  leg. 

Second  Examination. — Feb.  24,  1915.  Hands  in  bath  at  3.12  p.m.,  in  calorim- 
eters at  3.22,  and  out  of  calorimeters  at  3-35. 
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Cooling  of  calorimeters  in  20  minutes,  right  0.20**,   left  0.23**.    Volume  of 
right  hand  498  cc,  of  left  452  cc.    Water  equivalent  of  calorimeters  with  con- 
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tents,  rig^ht  3,493,  left  3,457.  Pulse  81.  The  right  radial  pulse  was  surprisingly 
difficult  to  feel  considering  the  fair  blood  flow. 

The  blood  flow  for  the  right  hand  at  this  examination  was  6.96  gm.  per  100 
cc  per  minnte,  and  for  the  left  hand  2.54  gm.  (for  11  minutes  in  the  calorim- 
eters), ymth  room  temperature  23.8®.  For  the  right  hand  this  is  practically 
the  same  as  on  Oct.  26,  1914,  four  months  earlier,  considering  the  higher  room 
temperature  at  the  second  examination.  In  the  left  hand,  however,  the  flow  is 
twice  as  great  as  on  the  first  occasion,  so  that  the  ratio  of  the  hand  flows  is 
now  I  :  2.74,  indicating  a  great  improvement  in  the  collateral  circulation  in  the 
left  hand.  This  is  quite  in  accordance  with  the  general  condition  of  the  hands. 
There  is,  of  course,  still  a  decided  mechanical  obstruction  on  the  left  side,  and 
the  new  ratio  of  the  hand  flows  is  stable  for  successive  measurements  made 
at  short  intervals,  as  shown  by  the  third  examination. 

Third  Examination. — Feb.  26,  191 5.  The  pulse  rate  was  considerably  greater 
than  at  the  last  examination,  and  the  superficial  veins  of  the  hands  were  dis- 
tinctly better  filled.  The  veins  of  the  right  hand  were  fuller  than  those  of  the 
left,  and  the  resistance  to  compression  of  the  veins  by  the  finger  was  greater  in 
the  right  hand.  The  pulse  was  felt  in  the  right  brachial  although  not  strongly, 
and  was  not  felt  in  the  left  brachial.  Feet  in  bath  at  2. 11  p.m.,  in  calorimeters  at 
2^5H.  out  of  calorimeters  at  249.  Pulse  102,  counted  in  the  carotid,  as  it  was 
difficult  to  count  it  at  the  right  wrist,  although  regular. 
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Cooling  of  foot  calorimeters  in  31  minutes,  right  0.37**,  left  0.48**.  Volume 
of  right  foot  1,132  cc,  of  left  1,199  cc  Water  equivalent  of  foot  calorimeters 
with  contents,  right  3,812,  left  3»862. 

Hands  in  bath  at  3.13^  p.m.,  in  calorimeters  at  3.23^/^,  and  out  of  calorimeters 
at  3.36. 
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6  Studies  on  the  Circulation  in  Man. 

Cooling  of  hand  calorimeters,  0.16**  for  right  and  left  in  16  minutes.  Volume 
of  right  hand  497  cc,  of  left  hand  457  cc.  Water  equivalent  of  calorimeters 
with  contents,  right  3,492,  left  3,460.     Rectal  temperature  37.85°. 

The  blood  flow  in  the  right  hand  on  Feb.  26  was  9.98  gm.,  and  in  the  left 
hand  3.70  gm.  per  100  cc.  per  minute  for  the  last  10  minutes  in  the  calorimeters, 
with  average  room  temperature  24°  C.  The  flow  in  both  hands  is  considerably 
greater  than  two  days  previously,  corresponding  to  the  increased  pulse  rate,  but 
the  ratio  is  exactly  the  same  ( i :  2.70) .  The  flow  in  the  right  foot  was  only  0.70 
gm.  per  100  cc.  per  minute  even  with  the  increase  in  the  general  circulation,  a  con- 
siderably smaller  flow  than  at  the  first  examination,  four  months  previously,  while 
the  flow  in  the  left  foot  was  6.50  gm.,  with  room  temperature  23.5®  C,  a  great 
increase.  The  ratio  between  the  flows  in  the  two  feet  was  i :  9.28,  which  shows 
a  decided  decrease  in  the  circulation  in  the  right  foot.  This  agrees  completely 
with  the  other  signs  of  deterioration,  and  suggests  the  probability  of  impending 
gangrene.  The  flow,  actually  measured  in  the  right  foot,  is  probably  still  suffi- 
cient to  nourish  the  tissues,  since  considerably  smaller  flows  have  not  infre- 
quently been  met  with  in  other  conditions  without  gangrene.  But  should  a 
further  examination  show  that  the  diminution  in  the  flow  is  still  progressing, 
that  of  itself  would  be  sufficient  to  indicate  a  grave  prognosis.  It  is  an  interest- 
ing fact  that  the  ratio  of  the  sum  of  the  foot  flows  to  the  sum  of  the  hand  flows 
(i :  1.90)  is  precisely  the  same  as  four  months  ago,  in  spite  of  the  great  changes 
in  the  ratios  between  the  two  hand  flows  and  between  the  two  foot  flows,  and 
in  the  absolute  amount  of  both  foot  and  hand  flows.  This  suggests  that  the 
blocking  of  the  vascular  path  to  one  leg  (doubtless  the  diminution  in  the  flow 
extends  to  the  whole  of  the  right  posterior  extremity)  is  associated  with  a 
reciprocal  dilatation  of  the  path  to  the  other  leg,  so  that  the  normal  partition 
of  the  blood  between  the  legs  and  the  rest  of  the  body  is  scarcely  disturbed. 
That  is  to  say,  the  blood  which  normally  finds  its  way  through  the  two  common 
iliacs  seems  eventually,  when  the  main  part  of  the  path  from  one  common  iliac 
is  blocked,  still  to  find  its  way  through  the  one  which  remains  pervious,  the  nor- 
mal limb  making  room,  it  may  be  supposed  by  vasodilatation,  for  an  additional 
quantity  of  blood. 

It  would,  of  course,  be  rash  to  generalize  from  one  or  two  measurements 
of  this  kind,  but  the  result  in  this  case  is  so  precise  that  it  needs  an  explanation. 
If  we  reflect  that  one  important  function  of  the  circulation,  and  relatively  more 
important  in  the  limbs  than  elsewhere  on  account  of  the  greater  proportion  of 
their  surface  to  their  mass,  is  the  elimination  of  heat,  it  will  not  appear  fan- 
tastic to  suggest  that  when  the  blood  flow  through  the  skin  of  one  leg  is  greatly 
interfered  with,  it  might  be  advantageous  for  the  flow  through  the  skin  of  the 
other  leg  to  be  accelerated.  The  same  consideration  applies  to  the  muscles  in 
so  far  as  interchange  between  them  and  the  other  tissues  is  of  general  utility  in 
the  metabolism.  The  regulation  of  the  blood  pressure  may  also  be  facilitated 
by  such  a  redistribution  of  the  blood,  which,  if  it  occurs,  may  be  assumed  to 
be  brought  about,  mainly  at  any  rate,  through  the  vasomotor  system.  An  oc- 
clusion coming  on  gradually  and  never  l>ecoming  complete  presents,  of  course, 
different  conditions  from  a  complete  occlusion  caused  by  ligation  of  large  ar- 
teries or  by  amputation.    One  important  difference  is  that  the  tissues  fed  by 
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the  partially  occluded  vessels  continue  to  contribute  to  the  total  metabolism  of 
the  body  and  to  the  heat  production,  and  must  therefore  to  some  extent  in- 
fluence the  blood  flow  in  the  surfaces  from  which  heat  is  lost  and  the  organs 
concerned  in  excretion. 

Xote  Added  May  7,  191 5. — Another  examination  of  the  blood  flow  in  Costa 
B.  was  made  on  Apr.  7.  The  flow  in  the  left  hand  was  3.43  gm.  per  100  cc.  per 
minute,  and  in  the  right  hand  13.11  gm.,  with  room  temperature  24.5**  C.  (ratio 
1 : 3-82).  In  the  feet  the  flows  were  1.51  gm.  and  7.43  gm.  for  the  right  and  left, 
respectively,  with  room  temperature  23.3°  C.  (ratio  1:4.92).  The  ratio  of  the 
combined  foot  flows  (per  100  cc.  per  minute)  to  the  combined  hand  flows  was 
1 :  1.85 ;  I.  e.,  practically  the  same  as  at  the  previous  examinations.  The  man 
died  on  May  4.  For  4  days  before  death  the  right  leg  and  foot  had  been  numb 
and  discolored  by  subcutaneous  hemorrhages.  At  the  necropsy  the  right  common 
iliac  arter\'  was  found  completely  occluded  by  an  old  organized  thrombus  firmly 
adherent  to  the  artery.  A  similar  thrombus  occupied  the  left  subclavian  artery. 
A  fresh  thrombus  was  found  in  the  left  external  iliac  artery.  It  was  freely 
movable.  There  was  marked  mitral  stenosis  with  hypertrophy  of  the  left  auri- 
cle, and  the  valve  was  covered  with  vegetations. 

An  apparent  instance  of  a  reciprocal  relation  of  the  lymph  flow  and  blood 
flow  in  a  part  which  leads  to  increased  blood  flow  when  the  outflow  of  lymph 
is  obstructed  was  observed  in  a  case  already  reported.^  The  case  was  diagnosed 
as  Hodgkin's  disease.  There  was  great  and  persistent  edema  in  both  legs  and  no- 
where else  in  the  body.  The  swelling  remained  quite  unaltered  during  the  five 
weeks  of  the  man's  stay  in  the  hospital.  It  coincided  with  a  relatively  good 
blood  flow  in  the  feet,  which  was  interpreted  as  indicating  that  the  obstruction 
responsible  for  the  edema  was  on  the  lymph  path  rather  than  on  the  venous 
path.  The  flow  in  the  feet  was  particularly  large  in  proportion  to  that  in  the 
hands  (ratio  of  combined  foot  flows  to  combined  hand  flows  1:0.96).  The  sum 
of  the  foot  flows  per  100  cc.  of  part  per  minute  actually  exceeded  slightly  the 
sum  of  the  hand  flows,  a  very  rare  condition  in  our  observations.  It  was  sug- 
gested that  far  from  being  interfered  with,  the  blood  circulation  in  the  edematous 
legs  was  accelerated  through  local  vasodilatation. 

It  is  known  that  the  exchange  between  the  blood  in  the  capillaries  and  the 
tissues  does  not  consist  merely  in  the  passage  of  materials  out  of  the  blood,  but 
also  in  the  passage  of  materials,  including  water,  from  the  tissues  into  the 
blood.  The  intracellular  liquids  and  tissue  lymph  are  naturally  in  relation  both 
with  the  blood  and  with  the  lymphatic  lymph,  and  their  normal  composition  is 
maintained  by  interchange  with  both.  Is  it  not  probable  that  when  the  lym- 
phatic channels  are  blocked,  and  the  elimination  of  waste  products  and  the  regu- 
lation of  the  quantity  of  tissue  lymph  by  way  of  the  lymphatics  interfered  with, 
the  flow  in  the  alternative  channels,  the  blood  capillaries,  may  be  increased,  so 
as  to  increase  the  excretion  by  way  of  the  blood?  The  associated  vasodilata- 
tion may  very  well  be  brought  about  by  the  accumulation  of  one  or  another  of 
the  waste  products. 

In  the  next  case  the  question  was  raised  at  the  clinical  examination 
whether  the  circulatory  changes  observed  in  one  hand  could  be  at- 
3  Stewart,  Arch,  Int.  Med.,  191 3,  xii,  678. 
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8  Studies  on  the  Circulation  in  Man, 

tributed  to  injury  or  irritation  of  the  brachial  plexus  or  some  of 
its  constituent  cords.  The  blood  flow  measurements  indicated  clearly 
that  the  phenomena  were  due  to  mechanical  obstruction  on  the 
arterial  path  of  the  limb,  and  further,  a  point  of  importance  in  con- 
nection with  the  question  whether  operative  interference  was  ad- 
visable, that  the  blood  flow  in  the  affected  hand  was  quite  sufficient 
to  nourish  the  part. 

Walter  L.,  aged  25  years,  height  5  feet  10  inches,  weight  210  pounds,  a 
powerfully  built  man,  well  nourished,  with  a  good  deal  of  subcutaneous  fat, 
was  admitted  to  the  City  Hospital  on  Oct.  25,  1914,  suffering  from  a  gunshot 
wound.  His  partner  who  was  shooting  rats  with  a  small  rifle  at  the  lunch  hour 
accidentally  shot  him,  the  bullet  (caliber  No.  22)  entering  the  right  side  of  the 
chest  close  to  the  sternum  and  lodging  near  the  right  shoulder,  as  was  after- 
wards shown  by  the  x-ray.  He  drove  home  and  then  came  at  once  to  the  hos- 
pital. The  wound  bled  at  first  with  a  squirt,  but  soon  stopped  and  has  not  bled 
much  since.  The  other  man  was  5  feet  8  inches  in  height  and  the  gun  was  pointed 
directly  at  the  front  of  the  patient  and  slightly  upward.  The  general  course  of 
the  bullet  when  it  struck  the  patient  was  slightly  upward,  and  very  slightly  to 
his  right.  On  admission  he  complained  of  a  continual  dull  ache  localized  under 
the  armpit,  and  of  pain  when  he  breathed  deeply.  The  fingers  of  the  right  hand 
are  numb,  but  he  can  move  them  perfectly  well.  There  is  a  tendency  for  the 
thumb  and  forefinger  to  flex  themselves. 

Nov.  I.  He  complains  that  the  fingers  of  the  right  hand  remain  flexed 
rather  than  straight,  and  says  that  he  must  lay  his  hand  upon  something  to  keep 
the  fingers  from  doubling  up.  It  appears  as  if  the  median  nerve  were  irritated. 
He  can  now  move  his  right  shoulder  a  little  in  all  directions.  There  is  a  large 
hematoma  in  the  axillary  region,  and  the  ecchymosis  extends  downwards,  to 
the  waist  line  and  also  above  the  deltoid.  On  Nov.  4  he  complains  of  severe 
pain  in  the  deltoid  region.  On  Nov.  5  the  amplitude  of  the  right  radial  pulse 
is  less  than  that  of  the  left.  The  pulse  is  regular.  On  Nov.  6  he  still  complains 
of  his  hand.  The  index  and  middle  fingers  now  seem  to  be  extended  most  of 
the  time.  On  Nov.  11  there  seems  to  be  no  pain  in  the  arm,  and  the  patient  is 
allowed  to  be  up.  The  index,  middle  finger,  and,  to  a  less  extent,  the  thumb 
are  numb.  Tactile  sensation  and  pain  sensation  are  diminished  on  the  palmar 
surface  of  these  fingers  and  on  the  dorsal  surface  of  their  two  last  phalanges. 
The  skin  on  the  palmar  surface  over  the  median  nerve  distribution  right  up  to 
the  wrist  is  scaly,  while  the  ulnar  area  of  the  palmar  surface  is  normal.  The 
finger  nails  on  the  right  hand  have  grown  less  than  on  the  left  hand.  The 
inner  portion  of  the  thenar  eminence  is  atrophied.  The  grip  between  the  little 
and  ring  fingers  is  less  strong  than  in  the  left  hand.  The  inequality  in  the  radial 
pulses  continues.  The  x-ray  shows  the  bullet  in  the  axilla  about  one  inch  below 
the  lower  lip  of  the  glenoid. 

The  question  was  put  by  the  surgeon  in  charge  of  the  case, 
whether  the  diminished  pulse  could  be  attributed  to  injury  of  the 
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brachial  plexus  or  to  pressure  on  it,  and,  in  particular,  whether  the 
blood  flow  in  the  affected  hand  was  so  much  diminished  as  to 
threaten  gangrene  and  therefore  to  call  for  surgical  interference. 

First  Examination  of  Blood  Flow. — Walter  L.  Nov.  13, 1914.  Hands  in  bath 
at  2.10  p.m.,  in  calorimeters  at  2.20^.  At  2.38  left  hand  put  into  water  at  8.2°  C. 
At  2.50  left  hand  put  into  water  at  44**.    At  3.04  right  hand  out  of  calorimeter. 


Xempcrature  of 

Time. 

Temperati 

Rieht  calo- 
rimeter. 

are  of      i 

i 
1 

Room.  , 

Time. 

Temperature  of 

Time. 

Calorimeters. 

Room.  ' 

Right  calo- 
rimeter. 

Room. 

Notes. 

Right. 

Left. 

1 

1 

2.20 

31.06 

31.04 

1 

2.39 

31.44 

2.57 

31.725 

j 

2.22 

31.00 

31.12 

2.40 

31.46 

23.1 

2.58 

31-75      ■ 

1 

2.23 

31.02 

31.18 

23.3 

2.41 

31.47 

2.59 

31.775 

23.3  1 

2.24 

31.03 

31.27 

23.4 

2.42 

31.48 

23.2 

300 

31.79 

i 

2.25 

31.05 

31.35 

2.43 

31.49 

3.01 

31.82 

1 

2.26 

31.09 

31.43 

23.4    ' 

2.44 

31.505 

23.1 

3.02 

31.84 

23.3    1 

2.27 

31.12 

31.52 

2.45 

31.52 

3.03 

31.89 

2.28 

31.14 

31.595 

2.46 

31.56 

23.1 

3.04 

31.925 

23.4  ; 

2.29 

1  31.16 

31.67 

23.4 

'   2.47 

31.595 

i 

3.19 

31.715 

23.3    '    Lt. 

2.30 

■  31.19 

31.74 

2.48 

31.605 

23.1    j 

1 31.80 

2.31 

1  31.22 

31.81 

2.49 

31.615 

1 

1 

2.32 

31.25 

31.90 

233 

2.50 

31.63 

2-33 

31.28 

31.98 

2.51 

31.64 

23.3 

2-34 

31.31 

32.06 

23-3 

1   2.52 

31.65 

2.35 

31.33 

32.13 

2.53 

31.66 

2.36 

31.36 

32.20 

2.54 

31.68 

23.3 

2-37 

31.39 

32.28 

23.» 

2.55 

31.695 

2.38 

31.42 

32.34s 

2.56 

31.71 

23.3 

Cooling  of  calorimeters,  right  0.21**  in  15  minutes,  left  0.545°  in  41  minutes. 
Volume  of  right  hand  503  cc,  of  left  464  cc.  Water  equivalent  of  calorimeters 
with  contents,  right  3»497,  left  3»468.    Rectal  temperature  37-42°  C. 

For  15  minutes  before  the  vasomotor  reaction  was  tested  the  blood  flows 
of  the  two  hands  came  out  5.32  gm.  per  100  cc.  per  minute  for  the  right  hand, 
and  14.76  gm.  for  the  left  hand,  a  ratio  of  i :  2.77,  with  room  temperature  23.2**. 
When  the  left  hand  was  immersed  in  cold  water  the  flow  in  the  right  hand  was 
diminished  to  4.71  gm.  per  100  cc.  per  minute  for  the  first  two  minutes  of  the 
immersion,  to  3.31  gm.  for  the  next  3  minutes,  and  it  rose  only  to  4.83  gm.  per 
100  cc  per  minute  during  the  remaining  7  minutes  of  the  period.  The  vasomotor 
reflex  elicited  in  the  right  hand  by  immersion  of  the  left  hand  in  cold  water 
was  accordingly  small.  When  the  left  hand  was  immersed  in  warm  water  the 
flow  in  the  right  hand  sank  to  3.46  gm.  per  100  cc.  per  minute  for  the  first  3 
minutes  of  the  period.  For  the  next  4  minutes  it  rose  slightly  (to  4.42  gm.),  for 
the  next  3  minutes  to  5.33  gm.,  and  for  the  remaining  4  minutes  of  the  period  to 
7.32  gm.  per  100  cc.  per  minute. 

It  is  clear  that  the  initial  small  flow  in  the  right  hand  is  not  due  to 
a  vasoconstriction  which  can  either  be  much  increased  by  immersion 
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of  the  contralateral  hand  in  cold  water,  or  much  diminished  by  its 
immersion  in  warm  water.  Even  the  maximum  flow  obtained  under 
the  influence  of  the  reflex  vasodilatation  is  scarcely  half  the  normal 
flow  in  the  left  hand.  Such  vasomotor  reflex  reactions  are  among 
the  criteria  of  a  circulation  diminished  by  a  mechanical  block.  In  the 
present  instance  the  mechanical  block  is  not  extreme,  as  shown  by 
the  ratio  of  the  flows,  and  therefore  reflex  vasomotor  effects  on 
the  flow  are  still  obtainable,  although  diminished. 

There  is  in  any  event  no  probability  that  irritation  of  vasoconstric- 
tors by  pressure  would  cause  such  a  great  and  permanent  discrepancy 
between  the  blood  flows  in  the  two  hands.  The  conclusion  was 
therefore  drawn  that  the  deficiency  in  the  circulation  of  the  right 
hand  was  due  to  pressure  on  the  blood  supply  of  the  right  arm 
either  by  the  bullet  itself,  or  by  the  hematoma,  or  by  both.  As  re- 
gards the  question  whether  the  flow  in  the  right  hand  was  danger- 
ously small,  it  could  be  answered  that  it  was  not,  and  that  although, 
of  course,  this  matter  should  be  tested  from  time  to  time,  there  was 
no  reason  to  apprehend  gangrene  with  a  blood  flow  of  this  magni- 
tude. 

Five  days  later  another  observation  was  made  on  the  blood  flow 
with  the  view  of  determining  whether  the  collateral  circulation  was 
increasing.  At  the  time  of  the  second  examination  the  right  hand 
was  in  much  the  same  condition  as  at  the  first  examination,  only  the 
patient  had  observed  that  the  finger  nails  on  the  right  hand  were  now 
beginning  to  grow  although  not  so  fast  as  those  on  the  left  hand. 

Second  Examination. — Pulse  92.  Hands  irt  bath  at  2.07  p.m.,  in  calorimeters 
at  2.16^,  and  out  of  calorimeters  at  2.33. 
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Cooling  of  calorimeters  in  9  minutes,  right  o.ii**,  left  0.14**.  Volume  of 
hands,  right  492  cc,  left  466  cc.  Rectal  temperature  37.22°.  Water  equivalent 
of  calorimeters  with  contents,  right  3^489,  left  3,467. 

The  blood  flows  in  both  hands  at  this  examination  were  somewhat  less  than 
on  the  previous  occasion  (3.93  gm.  per  100  cc.  per  minute  for  the  right  hand, 
and  10.76  gm.  for  the  left).  The  ratio,  however,  between  the  flows  in  the  two 
hands  was  unchanged  (i :  2.74).  The  room  temperature  (23**  C.)  was  almost  the 
same  as  at  the  first  examination.  The  fact  that  the  ratio  of  the  flows  is  prac- 
tically identical  with  that  obtained  at  the  first  examination  of  itself  almost 
precludes  the  idea  that  the  deficiency  in  the  right  hand  is  due  to  persistent  irri- 
tation of  vasoconstrictors.  A  stimulation  of  this  kind  could  hardly  remain  con- 
stant for  5  days,  while  a  mechanical  block  might  well  do  so. 

The  patient  was   discharged    from  the   hospital   soon   afterwards. 

The  blood  flow  in  his  hands  was  again  examined  on  Mar.  8,  1915.  Since 
Nov.  28,  1914,  he  has  been  at  work  and  came  to  the  hospital  merely  for  the 
examination.  He  says  that  when  he  first  resumed  work,  whenever  he  flexed 
the  forearm  on  the  elbow  it  was  done  with  a  jerk.  He  finds  that  the  right  hand 
is  still  weaker  than  the  left  and  gets  tired  sooner.  There  is  no  pain  in  it  and 
he  uses  it  freely  in  his  work.  He  has  some  little  difficulty  with  the  right  hand 
in  such  movements  as  those  concerned  in  buttoning  his  clothes.  The  right  arm 
is  not  quite  as  strong  as  the  left.  There  is  now  no  pain  at  the  shoulder  and 
no  trace  of  the  injury  can  be  detected  except  a  small  scar  on  the  right  side  of 
the  chest  at  the  point  of  entrance  of  the  bullet,  which  still  remains  in  the  body, 
no  attempt  having  been  made  to  extract  it.  The  left  radial  pulse  is  distinctly 
stronger  than  the  right.  It  was  not  possible  to  feel  the  right  brachial  artery, 
while  the  left  brachial  pulse  was  strong. 

Third  Examination. — Hands  in  bath  at  2.50  p.m.,  in  calorimeters  at  3.00,  and 
out  of  calorimeters  at  3.15.    Pulse  84. 
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Cooling  of  calorimeters  in  18  minutes,  right  0.18°,  left  0.20°.  Volume  of 
right  hand  481  cc,  of  left  493  cc.  Rectal  temperature  37.35°  C.  Water  equiva- 
lent of  calorimeters  with  contents,  right  3,480,  left  3,489. 

The  blood  flow  in  the  right  hand  at  this  last  examination,  no  days  after 
the  previous  one,  was  9.30  gm.  per  100  cc.  per  minute,  and  in  the  left  hand  11.60 
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gm.,  with  an  average  room  temperature  of  24®  C.  The  sum  of  the  flows  in  the 
two  hands  is  only  slightly  greater  than  on  Nov.  13,  1914  (20.9  gm.  as  against 
20.08  gm.),  but  the  distribution  of  the  blood  between  the  two  hands  is  now  very 
different,  the  ratio  being  only  i :  1.24.  Plainly  a  great  improvement  has  occurred 
in  the  interval  in  the  circulation  of  the  right  hand. 

The  volume  measurement  indicates  a  considerable  increase  in  the  left  hand, 
probably  due  to  work  hypertrophy,  as  he  still  must  use  the  left  more  than  the 
right.  There  is  a  smaller  diminution  in  the  volume  pf  the  right  hand  due,  it 
is  to  be  supposed,  either  to  absorption  of  a  small  amount  of  edema  fluid  or  to 
slight  atrophy.  No  edema  of  the  hand  was  observed  at  any  time,  but  there 
might  have  been  some  increase  in  tissue  liquid  not  revealed  by  detectable  swell- 
ing. The  mechanical  obstruction  on  the  arterial  path  which  was  responsible 
for  the  diminished  blood  flow  might,  of  course,  have  in  some  degree  involved 
the  venous  outflow  from  the  limb  as  well,  although  not  to  such  an  extent  as  to 
cause  evident  edema.  That  some  pressure  was  exerted  on  nerves  is  indicated  by 
the  spasmodic  contractions  described,  but  there  is  no  evidence  of  serious  injury 
to  nerves.    The  slight  atrophy  may  well  have  been  due  simply  to  disuse. 

Decided  inequalities  in  the  blood  flow  in  the  two  hands  (or  feet) 
not  associated  with  obvious  functional  or  anatomical  differences  and 
not  conforming  to  the  criteria  of  inequalities  due  to  a  mechanical 
cause  are  sometimes  observed  in  clinical  cases,  particularly,  in  my 
experience,  in  neuropathological  conditions.  The  great  characteristic 
of  these  inequalities  of  flow  is  their  instability.  Not  only  does  the 
ratio  of  the  flow  in  the  two  hands  vary  widely  in  examinations  on 
successive  days,  without  any  apparent  clinical  change  to  account  for 
the  variation,  but  the  ratio  may  one  day  be  in  favor  of  one  hand 
and  the  next  day  in  favor  of  the  other,  or  the  two  flows,  greatly  dif- 
ferent in  amount  at  one  examination,  may  be  found  equal  at  the 
next.  A  change  in  the  external  conditions  (such  as  a  sufficient  in- 
crease or  diminution  of  the  air  temperature)  which  are  known  to 
affect  the  vasomotor  system  is  especially  apt  to  alter  or  reverse  the 
ratio. 

For  this  reason  it  is  suggested  that  some  vasomotor  peculiarity  is 
responsible  for  the  circulatory  changes  in  these  cases,  and  inequal- 
ities in  the  blood  flow  which  possess  the  criterion  mentioned  are  in- 
terpreted as  depending  on  vasomotor  rather  than  mechanical  con- 
ditions.    The  results  on  a  typical  case  (Thomas  Q.)  will  be  given. 

The  patient,  a  man  36  years  of  age,  when  he  first  came  under  observation 
was  suffering  from  alcoholic  neuritis  affecting  particularly  the  feet.  There 
was  no  recognizable  clinical  difference  between  the  two  sides.  Yet  notable  dif- 
ferences in  the  blood  flow  were  made  out,  which,  however,  were  not  stable  from 
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day  to  day  and  were  therefore  interpreted  as  depending  upon  vasomotor  dif- 
ferences on  the  two  sides  not  so  easily  abolished  or  perhaps  more  easily  produced 
than  in  normal  persons  by  the  preliminary  bath  and  the  subsequent  long  im- 
mersion iA  the  calorimeters.  About  a  year  after  the  first  series  of  examina- 
tions the  patient  was  again  seen  in  the  hospital,  this  time  suffering  from  (tuber- 
cular) pleurisy  with  febrile  temperature  in  addition  to  the  neuritis.  The  change 
in  the  clinical  picture  was  very  decided  and  so  was  the  change  in  the  results  of 
blood  flow  measurements.  The  marked  tendency  to  cutaneous  vasoconstriction 
already  found  associated  with  fever*  was  reflected  in  a  greatly  diminished  hand 
and  foot  flow. 

Thomas  Q.,  a  railroad  clerk,  aged  36  years,  was  admitted  to  the  City  Hos- 
pital on  May  24,  1912,  suffering  from  chronic  alcoholism,  with  alcoholic  neuritis. 
He  has  been  drinking  for  his  entire  life.  Two  years  ago  he  had  "alcoholic 
paralysis"  and  collapsed  while  he  was  walking  along  the  street  after  being  at 
a  dance.  His  limbs  gave  way  but  he  did  not  lose  consciousness  and  resumed  his 
work  after  four  days.  His  legs  swelled  and  became  painful,  so  he  stopped  work 
and  went  to  a  hospital.  For  the  past  year  he  has  had  painful  micturition,  es- 
pecially after  a  drinking  bout.  In  18  months  his  weight  has  declined  from  204 
to  147  pounds,  and  his  strength  has  diminished.  He  has  had  night  sweats  at 
intervals  and  his  appetite  has  become  poor.  He  has  been  drinking  heavily  since 
March.  The  legs  and  feet  are  equally  untrustworthy  in  walking.  He  feels  no 
difference  between  the  right  and  left.  The  feet  feel  rather  cold  to  him  and 
recently  there  has  been  a  tendency  for  chilblains  to  form  on  them.  He  is  ner- 
vous. There  is  tremor  of  the  tongue  and  lips.  The  pupils  react  to  light  and  ac- 
commodation. The  knee  jerk  is  absent  on  both  sides.  There  is  no  special  defect 
of  sensation.  There  is  pain  on  pressure  over  the  nerve  trunks  of  both  lower 
extremities.    The  upper  extremities  show  nothing  special. 

On  May  29,  1912,  the  flow  in  his  feet  was  measured.  It  came  out  1.43  gm. 
per  100  cc  per  minute  for  the  right,  and  2.44  gm.  for  the  left  (ratio  i:  1.70), 
with  the  rather  low  room  temperature  of  21.5**.  On  May  31  the  flow  in  the 
right  foot  was  3.39  gm.  per  100  cc.  per  minute,  and  in  the  left  foot  3.87  gm. 
(ratio  1:1.14),  with  room  temperature  25.4°.  These  flows  are  of  the  normal 
order  of  magnitude.  Slight  and  transient  reflex  diminution  of  the  flow  in  the 
left  foot  was  caused  by  immersion  of  the  right  foot  in  cold  water  and  a  marked 
temporary  diminution  when  the  right  foot  was  transferred  to  warm  water. 
The  subsequent  increase  of  flow  in  the  left  foot,  while  the  right  continued  in 
the  warm  water,  only  carried  the  flow  slightly  above  the  initial  level.  The  much 
smaller  flows  in  the  feet  on  May  29  were  probably  due  to  the  increased  sensi- 
tiveness of  these  cases  to  vasoconstrictor  stimulation  occasioned  by  the  con- 
siderably lower  room  temperature,  for  which  there  is  other  evidence.  With 
the  increased  vasodilatation  in  both  feet  on  May  31  the  difference  between  them, 
if  of  vasomotor  origin,  would  tend  to  become  less. 

Two  examinations  of  the  hands  were  made  at  this  time.  On  June  4,  with 
room  temperature  25**  C,  the  flow  in  the  right  hand  was  8.51  gm.  per  100  cc. 
per  minute,  in  the  left  13.20  gm.  (ratio  i:  1.55).  The  hands  were  not  notice- 
ably affected  by  neuritis  at  this  time,  but  later  on  he  returned  to  the  hospital 

*  Stewart,  Jour.  Exper,  Med.,  1913,  xviii,  372. 
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with  wrist  drop  in  addition  to  foot  drop.  The  difference  in  the  flow  in  the  two 
hands  on  subsequent  examination  was  not  found  to  be  permanent,  and  it  was 
therefore  interpreted  as  due  to  a  functional  difference  in  vasomotor  innervation. 
Immersion  of  the  right  hand  in  warm  water  caused,  after  a  very  *slight  and 
transient  diminution  in  the  flow  (to  9.82  gm.  for  one  minute),  one  of  the  greatest 
reflex  increases  witnessed  in  the  whole  series  of  observations;  vis.,  to  17.08  gm. 
per  100  cc.  per  minute.  Immersion  of  the  right  hand  in  cold  water  was  accom- 
panied by  a  transient  diminution  in  flow  in  the  left  hand  (to  5.58  gm.  per  100 
cc.  per  minute  for  the  first  3  minutes),  the  flow  then  increasing  to  10.22  gm. 
per  100  cc.  per  minute  for  the  remaining  7  minutes,  during  which  the  right  hand 
continued  in  the  cold  water. 

First  Examination  of  Blood  Flow. — Thomas  Q.  Examination  of  blood  flow 
in  the  feet.  May  31,  1912.  Pulse  108.  Feet  in  bath  at  2.40J/S  p.m.,  in  calorimeters 
at  2.5554.  3.740  cc.  of  water  in  each  calorimeter.  At  3.13  p.m.  the  right  foot 
was  immersed  in  cold  water  at  9**  C.    He  felt  it  very  cold  and  complained  much. 
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Cooling  of  calorimeters,  right  0.335  in  31  minutes,  left  o.ii  in  9  minutes. 
Volume  of  right  foot  in  calorimeter  1,311  cc,  of  left  foot  1,290  cc.  Water 
equivalent  of  calorimeters  with  contents,  right  4,857,  left  4,843.  Rectal  tem- 
perature 37-35°. 

Second  Examination. — Examination  of  flow  in  hands,  June  4,  1912.  Hands 
in  bath  at  2.23  p.m.,  in  calorimeters  at  2.33.  At  2.47  p.m.  the  right  hand  was  put 
into  water  at  8°  C. ;  at  2.57  into  water  at  43°.  At  3.07  p.m.  the  left  hand  was 
taken  out  of  the  calorimeter. 

Cooling  of  calorimeters,  right  0.33**  in  39  minutes,  left  0.13°  in  9V2  minutes. 
Volume  of  right  hand  460  cc,  of  left  hand  437  cc  Water  equivalent  of  calorim- 
eters with  contents,  right  3,463,  left  3,445.     Pulse  100.     Rectal  temperature  37-5- 
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That  the  cause  of  the  inequality  between  the  flows  in  the  two  hands  observed 
on  June  4,  1912,  was  a  transient  functional  difference  is  indicated  by  the  result 
of  the  third  examination  on  the  following  day  (June  5).  Here  with  a  lower 
room  temperature  (224**)  the  flow  was  reduced  in  both  hands,  but  far  more 
in  proportion  in  the  left  (7.31  gm.  per  100  cc.  per  minute  for  the  right,  7.35 
gm.  for  the  left  hand).  The  excess  in  the  flow  in  the  left  hand  is,  however,  in 
reality  somewhat  greater  than  the  numerical  results  indicate.  For  the  left  hand 
had  suflFered  the  loss  of  a  portion  of  the  thumb  by  amputation  a  while  ago,  and 
the  ratio  between  its  surface  and  its  mass  was  therefore  diminished.  Also  the 
man  is  right  handed  and  in  right  handed  persons  the  flow  per  100  cc.  of  volume 
is  usually  somewhat  greater  than  the  left. 

Third  Examination. — ^June  5,  1912.  He  says  he  is  feeling  well  and  can  walk 
fairly,  although  he  soon  gets  tired.  He  was  out  on  the  hospital  grounds  yes- 
terday and  today.  Hands  in  bath  at  i.22>^  p.m.,  in  calorimeters  at  1.32,  out  of 
calorimeters  at  1.50.    Pulse  no. 
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Cooling  of  calorimeters  in  8  minutes,  right  0.12**,  left  o.ii®.  Volume  of 
right  hand  468  cc,  of  left  hand  436  cc.  Water  equivalent  of  calorimeters  with 
contents,  right  3,469,  left  3,444-    Rectal  temperature  377'*- 

Thomas  Q.  was  discharged  from  the  hospital  on  June  29,  1912,  and  was  re- 
admitted on  Jan.  19.  191 3.  He  has  been  drinking  for  4  weeks  and  is  decidedly 
worse  than  at  the  previous  admission.  He  cannot  walk  at  all  and  has  wrist 
drop  of  both  hands.  He  first  noticed  the  wrist  drop  the  day  he  came.  In  both 
extremities  the  extensor  muscles  are  more  involved  than  the  flexors.  The 
nerve  trunks  are  tender,  the  reflexes  absent  He  was  treated  by  hot  baths  and 
massage  of  the  extensor  muscles.  He  states  that  if  he  is  made  to  sit  around 
even  a  few  minutes  after  the  bath  he  gets  a  severe  chill  lasting  20  to  30  minutes, 
which  does  not  occur  if  he  is  put  straight  to  bed.  He  never  has  a  chill  except 
after  the  hot  bath.  This  is  of  interest  as  it  corresponds  with  the  evidence  of 
increased  susceptibility  to  reflex  vasoconstriction  of  the  cutaneous  blood  vessels 
deduced  from  the  blood  flow  examinations.  The  flow  in  the  hands  was  exam- 
ined on  May  21  and  again  on  May  24,  1913,  and  the  flow  in  the  feet  on  May  24. 
At  this  time  he  had  some  fever  and  on  May  29  the  physical  signs  of  pleurisy 
were  found.  On  June  15  and  again  on  June  18,  1913,  tubercle  bacilli  were  found 
in  the  sputum,  and  he  was  sent  to  the  sanitarium  on  June  24, 

When  examined  on  May  21,  1913,  nearly  a  year  after  the  first  examination, 
the  blood  flow  in  the  right  hand  was  found  to  be  only  4.49  gm.  per  100  cc.  of 
hand  per  minute,  and  in  the  left  hand  3.06  gm.  (ratio  i :  1.46),  with  the  relatively 
high  room  temperature  of  26.4''  C.  These  flows  were  for  the  last  12  minutes 
in  the  calorimeters.  His  rectal  temperature  was  much  above  the  normal 
(40.45°  C),  and  the  tendency  to  vasoconstriction  associated  with  fever  is  no 
doubt  a  factor  in  the  small  flow.  This  tendency  is  illustrated  by  the  tardiness 
with  which  the  rate  at  which  the  thermometers  rose  became  steady.  Three 
days  later  (on  May  24,  1913)  the  flow  in  the  hands  was  still  smaller  (2.31  gm. 
per  100  cc.  per  minute  for  the  right  hand  and  2.26  gm.  for  the  left  hand,  for  12 
minutes  in  the  calorimeters  before  the  testing  of  the  vasomotor  reaction,  with 
room  temperature  23.2**  C).  Calculated  for  the  last  7  minutes  of  this  period  the 
flows  were  only  1.71  and  1.58  gm.  per  100  cc.  per  minute  for  the  right  and  left 
hands  respectively,  denoting  a  great  tendency  to  the  onset  of  vasoconstriction. 
A  rapidly  increasing  vasoconstriction  revealed  by  a  decrease  in  the  rate  of  heat 
loss  to  the  calorimeters  has  been  observed  in  other  cases  of  fever;  for  instance, 
in  pneumonia  before  the  rapid  rise  of  body  temperature.  In  one  case  in  which 
the  condition  had  not  as  yet  revealed  itself  clearly  by  the  physical  signs,  this 
behavior  of  the  hands  in  the  calorimeters  suggested  the  onset  of  fever,  the 
temperature  rose  nearly  5°  F.  within  eight  hours,  and  the  next  day  physical 
signs  of  pneumonia  were  present. 

During  immersion  of  the  right  hand  in  warm  water,  the  flow  in  the  left,  far 
from  being  increased,  was  actually  diminished  (to  1.31  gm.  per  100  cc.  per 
minute),  a  further  illustration  of  the  increasing  vasoconstriction,  which  cannot 
be  overcome  by  the  reflex  vasodilatation  normally  associated  with  immersion  of 
the  contralateral  hand  in  warm  water.  The  patient  felt  worse  than  at  the  last 
examination. 

The  flow  in  the  feet  was  also  abnormally  small  (0.84  gm.  per  100  cc.  per 
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minute  for  the  right  foot,  and  0.87  gm.  for  the  left  for  a  period  of  20  minutes 
in  the  calorimeters,  with  room  temperature  23.3°  C).  For  the  last  10  minutes 
of  this  period  the  flows  were  only  0.77  and  0.72  gm.  per  100  cc.  per  minute  for 
the  right  and  left  foot,  respectively,  showing  that  the  vasoconstriction  was  in- 
creasing in  the  feet  also  with  the  duration  of  immersion.  Naturally  with  a 
tendency  to  vasoconstriction  manifested  so  strongly  in  both  hands  and  feet,  the 
ratio  of  foot  to  hand  flow  (1:2.6)  lies  within  the  normal  limits,  whereas 
with  a  lesser  degree  or  less  general  distribution  of  the  vasoconstriction  this 
ratio  is  apt  to  be  markedly  disturbed  in  favor  of  the  hand  flow. 

Cases  do  occur,  although  in  my  experience  quite  rarely,  in  which 
without  any  obvious  reason  a  marked  inequality  in  the  flow  in  the 
two  hands  is  present  and  persists  indefinitely,  without  reversal  of  the 
ratio.  The  ratio,  however,  is  unstable,  varying  greatly  from  day 
to  day,  and  this  differentiates  the  condition  from  inequalities  of 
mechanical  origin  and  places  it  in  the  vasomotor  group.  This  con- 
dition is  illustrated  in  the  case  of  William  F. 

William  R,  a  laborer,  aged  50  years,  was  admitted  to  the  City  Hospital  on 
March  22,  1912,  suffering  from  "  combined  system  disease."  His  illness  began 
last  Jane  with  difficulty  in  walking,  and  this  has  become  rapidly  worse.  Some- 
times he  almost  falls.  About  three  months  before  admission  he  had  a  severe 
nose-bleed  lasting  for  three  nights  without  known  cause.  For  the  past  year  he 
has  suffered  from  severe  frontal  headache  lasting  from  six  to  twenty- four  hours. 
He  also  complains  of  pain  in  the  pit  of  the  stomach  coming  on  after  eating.  No 
vomiting.  He  sweats  much  at  night,  and  the  sweats  are  followed  by  chills. 
The  sweating  is  so  copious  that  his  gown  is  soaked  in  five  minutes.  He  says 
he  used  to  be  "  hot-blooded,"  wearing  no  overcoat  in  winter,  but  now  he  is  al- 
ways chilly.  His  feet  get  cold  as  ice  in  bed.  His  hands  also  get  cold  now, 
although  not  so  readily  as  the  feet.  When  he  goes  to  bed  at  night  his  feet  are 
apt  to  be  swollen,  but  the  swelling  is  all  gone  in  the  morning.  He  had  chancre 
twenty  years  ago  and  it  was  not  treated.  He  is  married  but  never  had  any 
children.  His.  wife  had  two  or  three  miscarriages.  He  does  not  drink  or  chew 
tobacco.  He  walks  with  a  spastic  gait.  Knee  jerks  exaggerated,  and  ankle 
clonus  can  be  elicited  on  both  sides.  There  is  some  toe  drop  on  the  left  side. 
He  says  he  has  pain  all  the  time  in  his  "  bones,"  in  the  legs  and  back,  but  not 
much  pain  in  the  arms.  There  seems  to  be  some  loss  of  sensation  in  the  left 
leg,  and  he  cannot  alwa3rs  tell  the  difference  between  warmth  and  cold  there. 
Pain  perception  is  prompt,  and  vibration  sense  good.  His  power  of  localiza- 
tion is  somewhat  impaired.  He  can  stand  with  his  eyes  closed.  Both  pupils 
react  normally  to  light.  No  obvious  wasting  of  the  hands.  The  grip  of  both 
hands  is  fairly  good,  the  right  somewhat  stronger  than  the  left.  He  can  not 
write  now,  although  a  well  educated  man.  Blood  count  on  Mar.  24,  1912, 
erythrocytes  5,480,000,  leucocytes  7,400.  Mar.  29,  Wassermann  test  negative. 
Apr.  17,  spinal  fluid  clear.  Cell  count  6  per  cc.  X-ray  examination  negative. 
Urine,   nothing  special.    Heart  examination  negative.    The  blood  flow  in  the 
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hands  was  examined  on  Apr.  24,  1912,  and  that  in  the  hands  and  feet  the  fol- 
lowing day  (Apr.  25). 

First  Examination  of  Blood  Flow. — William  F.  Apr.  24,  1912.  Hands  in 
bath  at  2.43  p.m.,  in  calorimeters  at  2.5^  At  3.15  p.m.  left  hand  put  into  water 
at  44''  C.  Pulse  100.  Mouth  temperature  36.65°.  At  3^29  left  hand  put  in 
water  at  8**  C.  At  3.41  left  hand  put  in  water  at  43**  C.  At  3.48  hand  out  of 
calorimeter. 
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Cooling  of  calorimeters,  right  o.ii**  in  85<2  minutes,  left  0.41"*  in  41^  minutes. 
Volume  of  right  hand,  517  cc,  of  left  hand  523  cc.  Water  equivalent  of  calorim- 
eters with  contents,  right  3,509,  left  3,513.    Rectal  temperature  37-4*  C. 

On  Apr.  24  the  flow  in  the  right  hand  came  out  4.20  gm.  per  100  cc  per 
minute;  in  the  left,  i.ii  gm.  (ratio  1:3.78),  with  room  temperature  22.5°,  an 
average  flow  much  below  the  normal.  Immersion  of  the  left  hand  in  warm 
water  caused  a  good  contralateral  vasomotor  reflex,  indeed  considering  the  long 
duration  of  the  vasodilatation,  an  exaggerated  one.  The  vasodilatation  was  pre- 
ceded in  the  normal  way  by  a  good  vasoconstriction  for  the  first  3  minutes  of 
immersion  of  the  left  hand.  The  diminution  of  the  flow  in  the  right  hand  on 
immersion  of  the  left  in  cold  water  was  also  prompt,  substantial,  and  durable. 
The  next  day  the  flow  in  the  right  hand  was  583  gm.,  in  the  left  3.1 1  gm. 
(ratio  1:1.87),  with  room  temperature  23.5°,  still  a  marked  preponderance  in 
favor  of  the  right  hand. 

In  the  feet  the  flow  was  remarkably  small  but  the  relative  preponderance  in 
the  right  foot  was  precisely  the  same  as  in  the  right  hand,  the  ratio  of  the  flow 
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in  the  right  hand  to  that  in  the  right  foot  being  15:  i,  and  the  corresponding 
ratio  for  the  left  hand  and  foot  also  15 :  i.  Immersion  of  the  left  foot  in  warm 
water  caused,  if  an3rthing,  a  diminution  of  the  flow  in  the  right  foot,  but  the 
change  was  insignificant 

The  patient  was  discharged  from  the  hospital  at  his  own  request  on  May 
12,  and  readmitted  on  May  31,  1913.  On  June  6,  1912,  the  blood  examination 
showed  hemogrlobin  85  per  cent.,  leucocytes  11,800.  He  says  his  legs  now  get  red 
if  rubbed  or  scratched  and  feel  "burning."  This  was  not  the  case  when  he 
was  in  the  hospital  before.  He  describes  the  heat  as  coming  "  from  the  inside 
of  the  legs,  from  the  bone."  Neither  the  legs  nor  the  feet  feel  warm  to  the  ob- 
server's hand.  The  veins  of  the  legs  are  larger  than  before.  He  does  not 
sweat  mucfi  now.  The  knee  jerk  is  still  exaggerated,  and  ankle  clonus  can  be 
elicited-  He  is  less  able  to  walk  than  when  previously  in  the  hospital  and  must 
use  a  stick,  w^hich  was  not  the  case  before.  Romberg's  sign  is  not  present.  He 
has  had  much  trouble  in  urination  for  over  a  year,  with  burning  pain  in  the 
penis.  In  the  sitting  position  he  can  easily  make  water,  but  not  standing  up. 
The  pulse  in  the  left  brachial  is  distinctly  smaller  than  in  the  right.  This  ia 
easier  to  make  out  than  any  difference  between  the  two  radials.  He  was  dis- 
charged from  the  hospital  "unimproved,"  Oct.  6,  1912.  The  blood  flow  in  the 
hands  was  examined  on  June  11,  and  that  in  the  feet  on  June  12,  1912. 

Second  Ejcamination. — ^June  11,  1912.  Hands  in  bath  at  2.16  p.m.,  in  calorim- 
eters at  2,26]/^ ,  and  out  of  calorimeters  at  2.50. 
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Cooling^  of  calorimeters  in  14  minutes,  right  cid**,  left  0.14**.  Volume  of 
right  hand  493  cc,  of  left  499  cc.  Water  equivalent  of  calorimeters  with  con- 
tents, right  3,489,  left  3494.    Rectal  temperature  37-6**. 

On  June  11  the  flow  in  the  right  hand  was  4.40  gm.,  in  the  left  2.77  gm.  (ratio 
1 : 1.58)  with  room  temperature  24.7**  C.  On  June  12  the  flows  were  0.82  and 
048  gm.  in  the  right  and  left  foot,  respectively.  Immersion  of  the  right  foot  in 
warm  water  caused  practically  no  change  in  the  left  foot.  The  foot  flows  are 
5tin  abnormally  small,  although  larger  than  on  Apr.  25.    It  is  to  be  remarked. 
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however,  that  the  ratio  between  the  flow  in  the  right  hand  and  that  in  the  right 
foot  (5.4:  i)  is  again  almost  the  same  as  the  ratio  between  the  flow  in  the  left 
hand  and  that  in  the  left  foot  (5-3:  i).  In  other  words,  the  relative  preponder- 
ance of  flow  is  almost  the  same  in  the  right  foot  as  in  the  right  hand.  The  blood 
flow  in  the  right  hand  and  foot  in  this  patient  is  therefore,  it  would  appear, 
permanently  and  decidedly  greater  than  in  the  left  hand  and  foot,  although  at 
the  time  of  examination  no  marked  clinical  difference  in  the  condition  of  the 
two  sides  of  the  body  could  be  detected.  The  variability  in  the  ratio  between 
the  flows  in  the  two  hands  from  time  to  time,  in  the  absence  of  material  varia- 
tions in  the  factors  which  determine  general  vasomotor  changes  (e.  g.,  decided 
changes  in  the  external  temperature),  differentiates  the  condition  from  an 
inequality  due  to  a  mechanical  cause  and  stamps  it  apparently  as  a  functional 
peculiarity. 

The  curious  fact  that  when  the  ratio  between  the  flows  in  the  two  han<l& 
varies,  the  ratio  between  the  flows  in  the  two  feet  varies  to  the  same  amount, 
would  seem  to  require  for  its  explanation  the  assumption  that  the  intensity  of 
the  vasomotor  innervation  of  one-half  of  the  body,  or  at  least  of  the  extremities 
on  one  side,  is  simultaneously  affected  and  to  the  same  degree  with  respect  to 
the  innervation  of  the  other  half.  Changes  in  the  bulb,  for  example  in  its 
circulation,  affecting  the  "general  vasomotor  center,"  not  necessarily  exclu- 
sively on  one  side,  but  to  a  greater  degree  on  one  side  than  on  the  other,  might 
be  expected  to  produce  such  an  effect.  If  the  change  responsible  for  the  phe- 
nomenon were  located  below  this  level  it  would  seem  that  the  whole  dorsolumbar 
region  from  which  the  vasoconstrictor  outflow  takes  place  would  require  to  be 
subjected  to  it.  Is  there  here,  perhaps,  an  indication  of  a  somewhat  greater 
progress  of  the  pathological  change  on  one  side  than  on  the  other,  a  difference 
which  has  not  as  yet  otherwise  revealed  itself?  If  the  primary  lesion  in  this 
case  is  in  the  upper  motor  neurone,  it  is  not  unnatural  to  suppose  that  the 
vasomotor  reflex  arcs  may  maintain  an  even  increased  vasoconstrictor  tone 
associated  with  a  relatively  small  peripheral  blood  flow  corresponding  to  the 
exaggeration  of  the  skeletal  reflexes  and  the  spasticity  of  the  skeletal  muscles. 

A  marked  variability  in  the  ratio  of  the  blood  flows  in  the  two 
hands  (or  feet)  in  our  observations  on  normal  persons  has  not  been 
seen.  But  in  one  normal  case  a  decided  permanent  difference  in  the 
flows  in  the  two  hands  was  made  out,  the  ratio  of  the  flows  remaining 
practically  constant  in  observations  made  at  an  interval  of  3  days 
and  varying  surprisingly  little  even  over  long  periods. 

In  John  R.,  a  normal  man,  at  that  time  20  years  old,  the  flow  on  Mar.  22, 
1913,  in  the  right  hand  was  iao8  gm.,  and  in  the  left  7.25  gm.  per  100  cc.  per 
minute,  with  room  temperature  24.0**  C.  for  a  period  of  13  minutes,  the  ratio 
of  the  flows  being  i :  1.39.  On  Mar.  25,  I9I3»  the  flows  were  12.38  and  8.82  gm., 
respectively,  for  the  right  and  left  hands  (ratio  i:  1.40)  with  room  temperature 
24.8''  C.  for  a  period  of  15  minutes.  On  Nov.  14,  1914,  the  flows  were  14.85 
gm.  for  the  right  hand  and  10.07  gni.  per  100  cc.  per  minute  for  the  left  hand 
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for  a  period  of  22  minutes,  with  room  temperature  24.3**  C.  (ratio  1:1.47). 
There  is  no  anatomical  or  functional  difference  between  the  two  hands  or  arms, 
nor  any  history  of  injury  which  would  explain  such  a  difference  in  the  blood 
flow.  The  stability  of  the  ratio  is  strongly  in  favor  of  a  mechanical  explana- 
tion, a  congenital  difference  in  the  cross-section  of  the  two  subclavians,  for 
example,  rather  than  an  explanation  based  on  a  difference  on  the  two  sides  in 
the  permanent  vasomotor  tone  or  a  difference  in  the  reflex  vasomotor  reaction 
to  the  manipulations  and  external  conditions  connected  with  the  measurements. 
No  such  difference  was  found  in  the  foot  flows,  the  ratio  being  i :  1.05  in  the 
supine  and  i :  1.13  in  the  sitting  position  on  Mar.  25,  1913,  with  room  tempera- 
tures 25.1**  and  24.6**,  respectively.  It  was  at  first  supposed  that  some  as  yet 
latent  unilateral  pathological  process,  for  instance  pulmonary  tuberculosis,  might 
be  connected  with  the  anomaly,  but  nothing  has  developed  to  justify  that  sug- 
gestion. The  subject  stated  at  the  time  of  the  last  examination  that  the  tendency 
to  free  bleeding  from  slight  injuries  and  especially  from  the  nose,  from  which 
he  had  suffered  for  15  years,  has  now  disappeared.^ 

John  R.     Nov.  14,  1914.    Hands  in  bath  at  11.42  a.m.,  in  calorimeters  at  11.55, 
out  of  calorimeters  at  12.08  p.m. 
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Cooling  of  calorimeters,  right  and  left  0.14**,  in  10  minutes.  Volume  of  right 
hand  387  cc,  of  left  hand  357  cc  Water  equivalent  of  calorimeters  with  con- 
tents, right  3,405,  left  3,381.  Rectal  temperature  36.64**  C.  Pulse  62,  Blood 
pressure,  right  arm  98  (systolic),  84  (sudden  change  in  sound),  76  (cessation  of 
sound).    Another  observation  98,  83,  74.    Left  arm  97,  79,  65. 

Note  Added  May  7,  jgis. — On  this  day,  which  was  close  and  muggy,  the  flow 
in  the  right  hand  was  18.52  gm.  and  in  the  left  14,01  gm.  (ratio  i :  1.32)  with 
room  temperature  25.1®  C. 

As  a  practical  point  of  technique  it  may  be  suggested  that  when  it 
is  desired  to  test  the  stability  of  the  ratio  between  the  flows  on  the 
»  Stewart,  Jour.  Exper.  Med.,  1913,  xviii,  354. 
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two  sides,  in  cases  where  the  question  arises  whether  the  cause  is 
a  nervous  or  a  mechanical  one,  this  could  perhaps  often  be  quickly 
done  by  measuring  the  blood  flow  several  times  on  the  same  day 
with  considerably  different  room  and  calorimeter  temperatures.  If 
the  inequality  is  of  vasomotor  origin,  it  may  be  expected  to  disappear 
or  be  greatly  reduced  in  one  or  more  of  the  sets  of  observations, 
whereas  an  inequality  due  to  a  permanent  mechanical  cause  could 
not  disappear. 

SUMMARY. 

1.  In  cases  in  which  great  inequalities  in  the  blood  flow  in  the  two 
hands  were  produced  by  mechanical  causes  (ligation  or  compres- 
sion of  vessels,  embolism),  the  stability  of  the  ratio  of  the  flows,  in 
successive  measurements  at  short  intervals,  was  found  to  be  char- 
acteristic. Over  long  intervals  the  opening  up  of  collateral  circula- 
tion or  the  progressive  increase  of  the  block  (in  a  case  of  multiple 
embolism  with  thrombosis)  was  followed  by  changes  in  the  ratio  of 
the  blood  flows  in  the  normal  and  the  affected  part.  Another  cri- 
terion of  these  conditions  was  found  to  be  that  the  inequality  was 
not  abolished  by  producing  general  vasomotor  changes;  e.  g.,  by 
altering  the  external  temperature. 

2.  In  certain  cases  inequalities  in  the  blood  flow  in  the  two  hands 
(or  feet)  were  found  which  were  not  stable  from  day  to  day,  and 
which  could  be  abolished,  reduced,  increased,  or  reversed  by  altera- 
tions in  the  external  conditions  which  bring  about  general  vasomotor 
changes.  These  inequalities,  not  associated  with  clinically  recog- 
nizable differences  between  the  parts  compared,  were  interpreted  as 
due  to  unequal  activity  of  the  vasomotor  mechanism  on  the  two  sides. 
The  condition  appeared  to  be  most  frequent  in  certain  groups  of 
neurological  cases. 

I  wish  to  express  my  obligations  to  the  staff  of  the  City  Hospital 
and  to  my  colleagues  at  Lakeside  Hospital  for  many  courtesies. 
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HIBERNATION  AND  THE  PITUITARY  BODY. 

By  HARVEY  GUSHING,  M.D.,  and  EMIL  GOETSGH,  M.D. 

(From  the  Surgical  Departments  of  the  Harvard  Medical  School  and  the  Peter 
Bent  Brig  ham  Hospital,  Boston.) 

Plates  i  to  3. 

(Received  for  publication,  February  19,  191 5.) 

INTRODUCTION. 

Not  only  has  the  phenomenon  of  sleep  offered  a  problem  which 
has  not  been  solved  to  the  satisfaction  of  physiologists,^  but  still 
less  satisfactory  have  been  the  explanations  accounting  for  the  pro- 
longed dormant  periods  to  which  certain  species  of  animals  are  sub- 
ject, and  of  which  the  hibernation  of  winter  latitudes  and  aestivation 
of  tropical  and  arid  regions  arc  the  most  notable  examples.  Mar- 
shall Hall^  expressed  the  opinion  nearly  a  century  ago  that  natural 
sleep,  hibernation,  and  the  so  called  diurnation  of  animals  with  noc- 
turnal habits,  diflfered  from  one  another  merely  in  degree,  and  this 
idea  has  again  been  revived  by  various  writers. 

According  to  the  prevailing  views  of  hibernation, — the  form  of 
seasonal  sleep  to  which  chief  attention  has  been  paid, — the  lethargy, 
which  is  the  striking  feature  of  the  condition,  is  attributable  to  two 
extracorporeal  factors,  namely,  low  external  temperature  and  dimin- 
ished food  supply.^  However,  such  attempts  as  have  been  made  to 
determine  the  influence  of  these  factors  under  experimental  condi- 
tions have  given  results  which  are  not  entirely  convincing. 

Of  late  years  some  attention  has  been  paid  to  the  central  nervous 
system  and  the  histological  alterations  which  occur  in  the  nerve  cells 

1  Pieron,  H.,  Le  probleme  physiologique  du  sommeil,  Paris,  191 3. 

«Hall,  M.,  On  Hybernation,  Phil.  Tr.  Roy.  Soc,  1832,  pt  i,  335- 

«  A  resume  of  the  subject  with  bibliography  will  be  found  in  Merzbacher,  L., 

AUgeraeine  Physiologie  des  Winterschlafes,  Ergebn.  d.  Physiol.,  1904,  iii,  pt. 

2,  214. 
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26  Hibemation  and  the  Pituitary  Body, 

of  dormant  animals,*  but  the  larger  number  of  the  more  recent 
studies  upon  hibernation  deal  with  respiratory  problems.  These 
studies  have  shown  (Nagai,*^  and  others)  that  there  is  a  marked  de- 
crease in  the  respiratory  quotient  during  the  sleeping  period,  while 
at  the  time  of  awakening,  coincident  with  the  rapid  rise  in  body 
temperature,  the  output  of  carbon  dioxide  is  greatly  increased,  pre- 
sumably through  combustion  of  stored  glycogen  and  fat.^  Valu- 
able as  these  observations  have  been,  they  have  not  served  to 
shed  light  on  the  underlying  cause  of  the  phenomenon  of  hibemation. 
They  have  merely  added  to  our  knowledge  of  the  physiology  of  the 
state  when  once  induced. 

Though  lethargy  is  the  dominant  manifestation  of  hibernation,  it 
is  important  in  our  present  connection  to  recall  certain  other  factors 
of  the  condition,  particularly  the  preliminary  storage  of  fat  and  the 
subsequent  evidences,  during  the  period  of  somnolence,  of  retarded 
tissue  combustion.  One  expression  of  this  is  the  lowering  of  the 
body  temperature — a  matter  which  aroused  the  inquisitive  mind  of 
John  Hunter,  who,  with  Jenner,  was  perhaps  the  first  to  make  accu- 
rate studies  in  this  direction.  Additional  factors  are  the  brachy- 
cardia,  the  slowed  respiration  with  diminished  output  of  carbon 
dioxide,  the  lowered  blood  pressure,  the  relative  peristaltic  inactivity, 
and  the  marked  insensitivity  to  painful  or  emotional  stimuli. 

It  is  well  known  that  secretory  overactivity,  or  even  the  adminis- 
tration of  extracts  of  certain  of  the  glands  of  internal  secretion,  is 
capable  of  accelerating  tissue  metabolism  with  the  production  of 
symptoms  the  converse  of  those  recounted  above.  The  purpose  of 
the  present  communication  is  to  point  out  that  a  seasonal  wave  of 
physiological  inactivity  on  the  part  of  these  glandular  structures 
may  well  account  for  the  phenomenon  of  hibernation. 

^Zalla,  M.,  Recherches  experimentales  sur  les  modifications  morphologiques 
des  cellules  nerveuses  chez  les  animaux  hibernants.  (Resume),  Arch,  ital,  de 
biol.,  1910-11,  liv,  116. 

^Nagai,  H.,  Der  Stoffwechsel  des  Winterschlafers,  Ztschr.  f,  allg,  Physiol, 
1909,  ix,  243. 

«  Pembrey,  M.  S.,  Further  Observations  upon  the  Respiratory  Exchange  and 
Temperature  of  Hibernating  Mammals,  Jour.  Physiol,  1903,  xxix,  195. 
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The  Somnolence  of  Experimental  and  Clinical  Hypopituitarism, 

Experimental  Observations, — In  the  course  of  our  earlier  experi- 
ences with  experimental  hypophysectomy  in  the  canine,  it  was 
observed''^  that  after  a  total  or  nearly  total  surgical  removal  of  the 
gland  the  animals,  though  they  remained  vigorous  and  active  for  a 
day  or  more,  soon  passed  into  a  profoundly  lethargic  state,  which 
often  terminated  within  the  next  forty-eight  hours  in  a  fatal  coma. 
In  describing  this  state  of  so  called  cachexia  hypophyseopriva, 
which  had  been  previously  observed  by  Vassale  and  Sacchi,  by  Paul- 
esco,  and  some  others,  it  was  pointed  out  that  a  lowering  of  body 
temperature  was  one  of  the  inaugural  symptoms,  and  that  in  the 
fatal  cases  the  temperature  often  fell  to  that  of  the  surrounding 
medium,  rectal  registrations  of  20°  C.  being  not  uncommon.  It 
was  noted,  moreover,  in  the  case  of  animals  subjected  to  an  incom- 
plete though  nearly  total  extirpation  that  a  pronounced  lethargy  with 
coincident  fall  in  body  temperature  was  more  apt  to  supervene  in  the 
winter  months  than  after  similar  operations  in  warmer  seasons. 
This  we  at  first  attributed  to  the  fact  that  the  animal's  quarters  were 
insufficiently  heated,  but  we  soon  found  that  the  fall  in  temperature 
was  characteristic  of  the  condition  regardless  of  the  surrounding 
temperature. 

In  addition  to  the  persistent  and  often  extreme  lowering  of  body 
temperature,  it  was  observed  that  respiration  became  shallow  and 
slow,  in  some  cases  registering  only  three  or  four  respirations  a 
minute,  that  the  pulse  rate  was  usually  retarded,  that  the  blood 
pressure  was  very  low,  and  that  there  was  a  peculiar  insensitiveness 
to  external  painful  stimuli,  often  so  complete  that  the  animal  might 
not  be  aroused  from  its  lethargy  even  by  the  taking  of  the  blood 
pressure  registration  from  the  open  femoral. 

Though  the  main  points  which  we  wish  to  emphasize  in  connection 
with  these  experimental  states  of  hypophysial  insufficiency  are  the 
lethargy,  the  subnormal  temperature,  the  slow  pulse  and  respiration, 
the  lowered  blood  pressure,  and  the  insensitivity,  following  the 
total  or  nearly  total  deprivation  of  the  gland,  there  are  other  matters 

^  Crowe,  S.  J.,  Gushing,  H.,  and  Romans,  J.,  Experimental  Hypophysectomy, 
Bull.  Johns  Hopkins  Hosp.,  1910,  xxi,  127. 
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28  Hibernation  and  the  Pituitary  Body, 

of  interest  in  our  present  connection.  It  was  observed  both  by 
Crowe  and  Goetsch  that  the  hearts  of  the  animals  which  had  been  in 
a  lethargic  state  for  some  hours  would  continue  to  beat,  after  the 
fashion  of  a  batrachian  heart,  for  an  unusual  length  of  time  when 
removed  from  the  body  after  death.®  It  was  found  that  the  sub- 
normal body  temperature  could,  with  some  difficulty,  be  raised  ap- 
proximately to  the  normal  by  the  application  of  external  heat  (wrap- 
ping in  electric  pads,  etc.), — an  effect,  however,  which  usually  led 
to  extreme  panting  and  which  appeared  to  accelerate  rather  than  to 
postpone  the  fatal  issue  after  a  total  hypophysectomy.  It  was  also 
observed  that  the  injection  of  pituitary  extract  was  the  most  effective 
means  of  raising  the  body  temperature  with  coincident  improvement 
in  the  animal's  condition;  and  by  such  injections  threatened  states 
of  cachexia  hypophyseopriva  were  seemingly  forestalled  in  a  num- 
ber of  animals  in  which  at  the  operation  a  small  fragment,  sufficient 
to  maintain  life,  had  been  left,  though  for  a  time  it  seemed  to  have 
lost  its  capacity  to  furnish  the  necessary  secretion. 

In  the  course  of  these  earlier  studies  we  made  what  proved  to  be, 
from  a  clinical  standpoint,  the  most  important  of  our  observations ; 
namely,  that  animals  surviving  after  a  considerable  deprivation  of 
the  gland,  though  not  sufficient  to  precipitate  a  fatal  state  of  ca- 
chexia hypophyseopriva,  tended  to  become  adipose  and  to  lose  their 
sexual  activity.  This  discovery  furnished  the  first  experimental 
explanation  of  the  clinical  syndrome  of  dystrophia  adiposogenitalis 
(typiis  Frohlich),  by  demonstrating  that  the  condition  was  in  all  cer- 
tainty due  to  hypophysial  insufficiency.® 

As  a  rule,  these  adipose  animals  were  apt  to  be  drowsy  and  apa- 
thetic, with  a  slowed  pulse  and  a  more  or  less  persistently  subnormal 
temperature,  which  could  be  raised  by  the  administration  of  hypo- 

*  This  we  have  since  observed  in  the  case  of  a  hibernating  woodchuck,  which 
we  have  autopsied,  cardiac  pulsations  having  continued  for  half  an  hour. 

It  may  be  recalled  in  this  connection  that  attention  has  been  drawn  by  others 
to  the  resistance  (Ueberleben)  of  the  nervous  system  of  the  hibernating  animal. 
Both  Valentin  and  Schiff  have  shown  that  the  nerve-muscle  preparation  of  the 
hibernating  marmot  is  almost  as  slow  in  losing  its  excitability  as  is  that  of 
the  frog. 

» Gushing,  H.,  The  Hypophysis  Cerebri.  Clinical  Aspects  of  Hyperpitui- 
tarism and  Hypopituitarism,  Jour.  Ant.  Med.  Assn.,  1909,  liii,  249. 
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physial  extracts.^^  Thus,  in  addition  to  the  symptoms  in  the  acute 
cases  of  cachexia  hypophyseopriva  above  recounted,  a  tendency  to 
the  depositictfi  of  fat  was  shown  to  occur  in  the  more  chronic  states 
of  secretory  deprivation.  All  of  these  things,  it  will  be  seen,  fall 
in  with  the  view  of  a  greatly  lowered  tissue  oxidation  or  metabolism, 
and  we  came  to  recognize  and  to  speak  of  the  state  as  one  akin  to 
hibernation.^^ 

Clinical  Observations. — With  the  realization,  through  the  experi- 
mental studies  mentioned  above,  that  the  so  called  syndrome  of 
Frohlich  is  due  to  a  deficient  hypophysial  secretion,  it  became  appar- 
ent that  other  symptoms  besides  the  adiposity  and  genital  dystrophy 
of  this  clinical  state  were  probably  attributable  to  the  same  cause.  Of 
these  symptoms  the  drowsiness,  which  in  extreme  cases  amounts  to 
somnolence  or  lethargy,  is  the  most  important  in  our  present  connec- 
tion. In  many  examples  of  the  disease  which  we  have  observed,  the 
condition  has  been  so  marked  that  the  patients  fall  asleep  during 
conversation  or  in  the  midst  of  an  examination,  and  in  a  few  in- 
stances somnolence  has  been  so  notably  the  most  striking  feature  of 
the  disorder  that  it  has  been  the  primary  complaint. 

Considerable  attention  was  paid  to  this  symptom  in  a  volume^^ 
by  one  of  us,  dealing  with  the  subject  of  pituitary  disorders  in  gen- 
eral, and  a  number  of  clinical  examples  were  given  there,  in  one  of 
which  (Case  XVI),  a  case  of  stationary  hypophysial  insufficiency, 
an  extraordinary  seasonal  period  of  somnolence  had  recurred  for 
several  years. 

The  following  case  history  will  serve  as  a  good  illustration  of  the 
extreme  degree  of  torpor  which  may  accompany  clinical  hypopitui- 
tarism. 

*^  The  administration  of  glandular  extracts  to  hypophysectomized  animals  or 
in  clinical  cases  of  hypophysial  insufficiency  tends  to  increase  tissue  oxidation, 
with  a  resultant  rise  in  temperature.  These  tliermic  responses  do  not  occur  in 
controls. 

*^  It  may  be  added  that  studies  by  F.  G.  Benedict  and  J.  Romans  (The 
Metabolism  of  the  Hypophysectomized  Dog,  Jour.  Med.  Research,  1911-12,  xxv, 
409)  on  the  metabolism  of  an  hypophysectomized  dog  have  shown  very  much 
the  same  decrease  in  the  respiratory  quotient  that  has  been  observed  in  hiber- 
nating animals. 

"  Gushing,  H.,  The  Pituitary  Body  and  Its  Disorders,  Philadelphia,  1912. 
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Interpeduncular  Cystic  Tumor  of  Pharyngeal  Anlage.  Characteristic  Neigh- 
borhood Pressure  Symptoms  with  Pronounced  Glandular  Manifestation  of 
Hypophysial  Insufficiency.  Previous  Diagnoses  of  Diabetes  Insipidus,  Dementia 
Paralytica,  etc. — W.  B.,  a  business  man,  48  years  of  age,  entered  the  Johns 
Hopkins  Hospital,  Nov.  23,  191 1,  with  the  following  symptoms  notable  in  his 
complaint:  constant  headache,  profound  drowsiness,  restricted  vision,  fainting 
spells,  loss  of  potentio  sexualis,  great  sensitiveness  to  cold,  and  polyuria. 

His  family  record  was  remarkable  merely  from  the  standpoint  of  stature, 
several  members  exceeding  6  feet  in  height  His  father  was  6  feet  tall  and 
weighed  over  200  pounds. 

The  story  of  his  childhood  and  youth  revealed  nothing  noteworthy,  though 
he  had  not  been  particularly  rugged  and  had  been  subject  to  headaches.  He 
had  married  at  the  age  of  30,  and  was  the  father  of  four  healthy  children. 

Present  Illness. — In  1905,  six  years  before  his  admission,  he  received  a  severe 
blow  in  the  face,  which  fractured  his  nose.  He  soon  began  to  suffer  from  per- 
sistent headaches,  and  a  noticeable  loss  of  nervous  energy  subsequently  became 
apparent.    At  about  this  time  he  became  impotent. 

In  1907  a  diagnosis  of  diabetes  insipidus  was  made,  on  the  basis  of  a  marked 
polyuria  and  polydipsia.  In  1909  his  vision  began  to  fail.  There  was  occasional 
diplopia,  and  a  bitemporal  hemianopsia  was  observed.  At  this  time  he  had  what 
was  called  a  nervous  breakdown. 

With  the  further  progress  of  his  symptoms,  a  definite  change  occurred  in 
his  disposition.  He  neglected  his  business  and  financial  affairs.  He  became 
forgetful,  disoriented,  and  often  more  or  less  irresponsible.  From  the  outset 
he  was  totally  apathetic  in  regard  to  and  seemingly  oblivious  of  his  illness. 
Osteopathy,  a  vigorous  antiluetic  regime,  and  other  measures  were  tried  without 
avail. 

Drowsiness,  first  noticed  a  year  previously,  had  become  at  the  time  of  his 
admission  the  leading  symptom.  Not  only  did  he  pass  most  of  the  day  in  slum- 
ber, but  on  a  number  of  occasions  there  was  a  wave  of  prolonged  sleep  lasting 
over  several  days,  from  which  he  could  not  be  aroused.  In  two  of  these  periods 
of  deep  somnolence,  such  a  marked  slowing  of  respiration  occurred  that  recourse 
was  had  to  artificial  means  for  its  continuance. 

During  his  comparatively  wakeful  hours,  he  complained  of  extreme  muscular 
enfeeblement  and  of  chilliness  even  on  the  warmest  days  when  others  suffered 
from  the  heat  The  skin  was  exceedingly  dry;  the  hands  and  feet  were  always 
cold  to  the  touch.  For  a  long  time  the  temperature  had  been  persistently 
subnormal. 

Physical  Examination. — Briefly,  this  revealed  a  fair  complexioned,  well 
nourished  man,  5  feet  9  inches  in  height,  weighing  138  pounds,  with  thin  hair 
and  scant  beard,  and  dry,  parched  skin.  He  was  dull,  apathetic,  and  drowsy, 
and  unable  to  follow  a  consecutive  train  of  thought  His  speech  was  slow, 
drawling,  and  incoherent.  The  temperature  (rectal)  was  96.5**  F.,  pulse  60, 
with  a  low  blood  pressure.  The  x-ray  showed  a  sella  of  normal  configuration. 
There  was  bitemporal  hemianopsia  with  primary  optic  atrophy,  which  had 
progressed  to  near-blindness  in  the  left  eye.  The  Wassermann  reaction  was 
negative. 

On  Nov.  30,  a  week  after  his  admission,  he  passed  into  a  profoundly  lethargic 
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state,  with  a  systolic  blood  pressure  below  lOO,  a  subnormal  temperature  of 
96*'  F.,  slow  pulse,  and  feeble,  shallow  respiration  of  Cheyne-Stokes  type. 

Under  the  misapprehension  that  the  sjrmptoms  were  manifestations  of  pres- 
sure, a  right  subtemporal  decompression  was  performed.  No  anesthetic  was 
used,  and  there  was  apparently  complete  insensitivity  of  the  tissues.  No  in- 
crease in  intracranial  tension  was  disclosed. 

His  condition  remained  unmodified,  and  in  desperation  two  days  later,  he 
was  given  a  subcutaneous  injection  of  pituitary  (anterior  lobe)  extract.  This 
was  followed  by  the  characteristic  thermic  reaction  which  we  have  described, 
with  a  rise  of  temperature  to  loi''  F.  Four  hours  after  the  injection  he  roused 
from  his  lethargy,  seemed  fairly  rational,  and  asked  for  nourishment  This 
was  the  turning  point  in  his  critical  condition,  and  for  the  succeeding  two  weeks 
he  was  kept  in  a  fairly  normal  state  of  activity  by  repeated  injections  of  extracts. 
On  Dec  15  a  transphenoidal  operation  with  sellar  decompression  was  per- 
formed, in  the  hope  that  the  supposedly  compressed  gland  might  thus  be  re- 
lieved, and  for  some  weeks  there  was  a  most  unexpected  betterment  in  his  con- 
dition, both  physical  and  mental,  so  that  he  was  up,  dressing,  and  caring  for 
himself,  and  taking  exercise  independently.  During  the  succeeding  month  he 
remained  for  the  most  part  perfectly  rational  and  physically  active.  Then  fol- 
lowed an  occasional  period  of  somnolence,  and  finally  he  lapsed  into  his  former 
state  of  lethargy. 

The  feeding  of  glandular  extract  in  large  doses  proved  unavailing,  and  re- 
course was  again  had  to  intramuscular  injections.  Under  these  injections,  given 
daily,  he  invariably  improved,  but  their  frequent  repetition  caused  so  much 
muscular  soreness  that  they  had  to  be  discontinued. 

On  Feb.  9,  1912,  under  primary  anesthesia  the  pituitary  gland  of  a  still-born 
child  was  implanted  in  the  subcortex  at  the  seat  of  the  decompression,  and 
glandular  administration  was  discontinued.  There  followed  an  unexpected  and 
astonishing  improvement  in  his  condition.  An  analysis  of  his  mental  state  at 
this  time,  made  by  Dr.  Adolph  Meyer,  showed  practically  no  deviation  from 
the  normal.  His  memory  of  past  events  was  good  and  he  had  a  peculiar  subcon- 
sdous  recollection  of  his  preceding  months  of  somnolence. 

He  gained  rapidly  in  strength,  and  on  Mar.  10  he  was  discharged,  apparently 
well,  despite  a  tendency  to  nap  in  the  afternoon,  a  continuance  of  polyuria,  and 
unaltered  neighborhood  symptoms  so  far  as  the  hemianopsia  was  concerned. 
He  l|^d  been  kept  under  observation  during  the  full  month  in  the  expectation 
that  the  implanted  gland  might  not  actually  have  "  taken." 

On  his  departure  he  took  a  ten  hour  trip  to  his  former  home,  attending  per- 
sonally to  all  the  details  of  buying  tickets,  hotel  registration,  payment  of  bills, 
and  so  on.  He  met  his  many  friends,  remembered  and  kept  appointments  with 
promptitude,  and  went  about  independently, — indeed  from  a  psychic  standpoint 
seemed  an  absolutely  normal  individual  and  "  like  his  old  self." 

More  might  be  said  concerning  the  return  of  somnolence,  the  patient's  ulti- 
mate death,  and  the  autopsy,  which  disclosed  a  characteristic  infundibular  cyst 
surmounting  an  almost  completely  destroyed  hypophysis,  but  enough  has  been 
given  to  illustrate  the  hibernation-like  symptoms  which  characterize  some  of 
these  extreme  states  of  hypopituitarism. 
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In  all  of  our  examples  of  pituitary  disease  associated  with  tumor 
or  glandular  enlargement  we  endeavor  to  distinguish  dearly  between 
the  symptoms  which  are  produced  by  pressure  against  neighboring 
structures  and  those  due  to  a  secretory  disturbance  on  the  part  of 
the  gland  itself.  Many  of  the  symptoms  which  we  are  inclined  to 
attribute  to  a  primary  hypophysial  derangement,  others  have  ascribed 
to  an  implication  of  hypothetical  "  nerve  centers  "  at  the  base  of  the 
brain  in  the  neighborhood  of  the  gland.  For  example,  in  the  case 
just  cited  it  is  true  that  the  growth — a  characteristic  Hypophysen- 
g(mgtumor  as  described  by  Erdheim — compressed  and  distorted  the 
structures  in  the  interpeduncular  space  as  well  as  the  pituitary  body 
itself ;  and  were  it  not  for  the  fact  that  quite  comparable  symptoms 
arise  in  cases  of  hypophysial  disease  in  the  ateence  of  tumor,  one 
might  readily  be  led  to  accept  the  views  of  Erdheim,  Aschner, 
Purves  Stewart, ^^  and  others  that  some  of  the  symptoms  to  which 
we  have  drawn  attention  are  not  evidences  of  dyspituitarism,  but  are 
due  to  pressure  upon  some  predicated  center  in  the  tuber  cincreum  or 
elsewhere  in  the  floor  of  the  third  ventricle.  However,  if  the 
latter  assumption  were  correct,  the  symptoms  would  hardly  be  im- 
proved by  the  administration  of  glandular  extracts. 

Without  prolonging  this  report  with  further  clinical  illustrations, 
it  is  apparent  that  states  of  outspoken  hypophysial  insufficiency  may 
be  accompanied  by  symptoms  comparable  to  those  following  the 
experimental  deprivation  of  a  large  part  of  the  gland  in  animals. 
The  metaboHc^roccsses^re^at  ^  low^ebb,  with  a  tendency  in  most 
individuals  to  the  storage  _oi_fat,  to  an  increased  tolerance  for  car- . 
bohydrates,  a  subnormal  temperature,  slowed  pulse  and  respiration, 
lowering  of  blood  pressure,  and  often  extreme  somnolence.^*  '  • 

In  addition  to  these  symptoms,  a  notable  expression  of  hypopitui- 
tarism is  the  more  or  less  complete  retardation  of  ^.exual  develop- 
ment  if  the  process  antedates  puberty,  and  the  retrogressive  changes 

13  Stewart,  P.,  Four  Cases  of  Tumour  in  the  Region  of  the  Hypophysis 
Cerebri,  Rev.  Neurol,  and  Psychiat,,  1909,  vii,  225. 

i*One  of  us  has  commented  elsewhere  on  the  fact  that  the  polyuria  which 
often  accompanies  these  states  remains  difficult  of  interpretation  on  the  basis  of 
glandular  insufficiency  (Cushing,  H.,  Concerning  Diabetes  Insipidus  and  the 
Polyurias  of  Hypophysial  Origin,  Boston  Med.  and  Surg.  Jour.,  1913,  clxviii, 
901). 


Digitized  by 


Google 


Harvey  Cushing  and  Emil  Goetsch.  33 

on  the  part  of  the  reproductive  organs  and  secondary  sex  characters 
if  it  aflFects  adults.  These  disturbances  are  in  all  likelihood  a  con- 
sequence primarily  of  anterior  lobe  deficiency,  as  our  experiments, 
to  be  reported  under  another  title,  would  indicate.  ^"^ 

It  can  readily  be  seen  that  these  experjmental  and  clinical  states 
POSSES  many  features  in  common  with  the  cpndition  oif  hibernation, 
— the  deposition  of  fat,  the  somnolj^ge,  slow  puls_e  and  respiration, 
insensitivity,  and^^subnormal  temperature, — evidences,  in  brief,  of  a 
condition  of  lowered  metabolic  activity.  We  will  return  to  the 
question  of  the  activity  of  the  reproductive  glands. 

Alterations  in  the  Ductless  Glands  during  Hibernation. 

During  the  winter  of  191 2-1 3  we  had  the  opportunity  of  studying 
the  ductless  glands  of  seven  woodchucks^^  during  and  after  the 
hibernating  perio.d.  The  carefully  preserved  glandular  tissues  of 
five  of  these  animals  (I,  II,  III,  IV,  and  VII),  which  had  hiber- 
nated in  captivity,  were  forwarded  to  us  through  the  kindness  of 
Professor  Sutherland  Simpson,  whose  well  known  interest  in  the 
subject  of  hibernation  has  led  to  important  studies,^*^  but  whose  con- 
cern in  this  series  lay  in  the  direction  of  the  nervous  system.  The 
two  other  animals  (V  and  VI)  were  trapped  in  the  open. 

Professor  Simpson's  records  state  that  his  five  woodchucks,  all 
adults,  fat  and  in  good  condition,  were  enclosed  in  their  den  without 
food,  on  December  9.  One  of  the  animals  was  sacrificed  while  dor- 
mant, on  January  18,  another  on  February  6,  the  third  on  February 
22;  the  fourth  was  killed  on  March  15,  soon  after  awaking,  and  the 
seventh  on  April  6,  a  month  later.  The  fifth  and  sixth  of  the  series 
were  both  caught  for  us  in  the  open,  on  March  17  and  22,  and  killed 

15  We  are  coming  to  believe  that  not  only  is  the  factor  of  growth  chiefly  re- 
lated to  the  pars  anterior,  but  that  this  portion  of  the  gland  is  more  intimately 
associated  with  the  activity  or  inactivity  of  the  reproductive  organs.  We  are 
only  at  the  threshold  of  a  satisfactory  clinical  differentiation  between  the  consti- 
tutional effects  of  over-  (perverted?)  or  undersecretion  of  the  two  lobes  of  the 
gland  (Cushing,  H.,  Concerning  the  Systematic  Differentiation  between  the  Two 
Lobes  of  the  Pituitary  Body,  Am.  Jour.  Med.  Sc,  1913,  cxlv,  313). 

^•The  North  American  marmot  (Arctomys  monax  or  Marmotta  monax). 

1^  Simpson,  S.,  The  Food  Factor  in  Hibernation  (Preliminary  Communica- 
tion), Proc.  Soc.  Exper.  Biol  and  Med.,  1912,  ix,  92;  The  Relation  of  External 
Temperature  to  Hibernation,  ibid.,  191 3,  x,  180. 
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a  few  days  later.     Thus  three  of  the  animals  were  killed  while  hiber- 
nating, three  soon  after  awaking,  and  the  last  a  few  weeks  later. 

The  tissues  received  from  Professor  Simpson  had  all  been  pre- 
served in  the  same  fashion.  The  animals  had  been  killed  by  cardiac 
transfixion  and  the  organs  immediately  hardened  in  situ  by  aortic 
injections  of  saturated  mercury  bichloride  in  lo  per  cent  formalin. 
In  the  case  of  Woodchuck  I  the  pituitary  gland  alone  was  received. 

Woodchuck  I. — Jan.  18,  1913.  Animal  found  asleep.  Rectal  temperature 
10.2®  C.  (50.3**  F.).    Hibernating  for  a  period  presumably  of  five  or  six  weeks. 

The  block  of  tissue  comprised  a  portion  of  the  sphenoidal  bone,  the  gland, 
and  superimposed  nervous  tissues.  The  dural  envelope  and  enclosed  gland  were 
carefully  dissected  away  from  the  shallow  sella  turcica,  mounted  in  paraffin, 
and  serially  sectioned  in  a  sagittal  direction.^^  The  gland  measured  3  mm.  in  its 
anteroposterior  diameter. 

Under  the  microscope  the  pars  anterior  shows  a  lack  of  the  characteristic 
arrangement  of  the  cells  into  cords  and  alveoli,  though  there  are  many  well 
filled  venous  sinuses.  The  cells  appear  closely  packed  and  possess  deeply  stain- 
ing pycnotic  nuclei,  rich  in  chromatin  and  with  but  a  small  amount  of  surround- 
ing, faintly  pink  staining,  non-granular  protoplasm.  Particularly  in  the  vicinity 
of  the  pars  intermedia  are  the  nuclei  closely  crowded  together.  Stained  with 
hematoxylin  and  eosin  the  cells  prove  to  be  neutrophilic,  none  of  them  showing 
an  especial  affinity  either  for  the  acid  or  basic  dye,  such  as  characterizes  the  pars 
anterior  cells  under  ordinary  conditions. 

There  is  a  well  formed  cleft  separating  the  pars  anterior  from  the  pars  inter- 
media. The  latter  appears  unmodified.  The  nuclei  resemble  those  of  the  pars 
anterior,  but  they  are  surrounded  by  a  larger  amount  of  protoplasm  with  neutral 
staining  affinities. 

The  pars  nervosa  also  appears  unmodified.  The  sections  of  the  infundibular 
block  show  no  apparent  changes.  The  clusters  of  nerve  cells  of  the  tuber 
cinereum  appear  normal. 

The  finding  of  such  definite  histological  changes  in  the  pars  ante- 
rior in  this  animal  encouraged  us  to  investigate  the  matter  further, 
and  when  each  of  his  remaining  animals  was  killed,  Professor 
Simpson  was  good  enough  to  send  us  not  only  the  pituitary  body  but 
fragments  of  the  other  ductless  glands  as  well. 

^8  In  order  to  insure  accuracy  in  the  histological  comparison  between  the 
glands  of  different  individuals,  it  is  essential  not  only  that  the  sections  be  cut 
on  the  same  plane,  but  that  corresponding  sections  on  this  plane  be  compared. 
In  this  series  of  woodchucks,  therefore,  as  in  other  animals  and  in  man,  median 
sagittal  sections  have  been  those  of  choice. 

Owing  to  the  cup-like  shape  of  the  enveloping  anterior  lobe  these  median 
sections  show  less  of  the  pars  anterior  than  do  sections  taken  more  laterally. 


Digitized  by 


Google 


Harvey  Clashing  and  Emil  Ooetsch.  35 

Woodchuck  II. — This  animal,  a  female,  removed  from  the  den  and  killed 
on  Feb.  6,  was  still  hibernating.  Its  rectal  temperature  was  14.8**  C  The  tissues 
were  fixed  as  described,  and  the  sphenoidal  block,  together  with  fragments  of 
the  other  ductless  glands,  was  sent  to  us. 

Pituitary  Body. — The  gland  was  even  smaller  than  that  of  Woodchuck  I, 
measuring  a  scant  2.5  mm.  in  its  anteroposterior  diameter.  In  its  histological 
appearance  it  corresponds  precisely  with  that  of  the  first  animal,  showing  the 
same  uniformly  staining,  closely  packed  pycnotic  nuclei  in  the  pars  anterior 
(Figs.  I,  3,  and  5). 

Thyroid. — This  shows  no  notable  change.  The  acini  are  small,  containing 
massive,  deeply  staining  colloid,  which  fractures  on  section,  making  the  tissue 
difficult  to  cut  The  cells  for  the  most  part  are  flattened,  though  with  cuboidal 
configuration  around  some  of  the  acini.  There  is  an  abundance  of  intra-acinal 
fat,  in  which  many  clusters  of  hibernating  gland  cells  appear. 

Hibernating  Gland. — The  fragment  of  tissue  marked  "  thymus  "  proves  to  be 
from  the  hibernating  gland.  The  swollen  cells  hold  fairly  large,  round  nuclei 
and  show  an  abundant  granular  protoplasm,  free  from  vacuoles. 

Adrenal. — The  nuclei  of  both  medulla  and  cortex  appear  somewhat  shrunken, 
and  more  closely  placed  than  normal,  due  to  the  relatively  scant  protoplasm. 
The  nuclei  of  the  medulla  are  somewhat  irregular  in  shape. 

Pancreas. — Here  too  the  cells  are  moderately  shrunken  and  the  acini  small 
There  are  a  few  faintly  staining  secretion  granules  in  the  protoplasm  {Sdure- 
violet t  and  safranin  0).  The  nuclei  are  small  and  stain  deeply.  The  islets  are 
cellular,  with  scant  protoplasm.  There  is  an  abundance  of  intra-acinal  fat  in 
the  organ.  The  sections  show  a  lymph  gland  with  practically  no  eosinophils 
(compare  No.  VII). 

Ovary. — ^There  are  a  large  number  of  primordial  follicles  and  a  few  develop- 
ing Graafian  follicles,  but  none  that  are  mature,  and  there  are  no  corpora  lutea. 
There  is  a  small  amount  of  interstitial  tissue,  but  interstitial  cells  are  not  defi- 
nitely recognized.  The  fimbriated  extremity  of  the  tube  is  lined  by  a  low  type 
of  epithelium  with  very  scant  protoplasm. 

The  tissues  of  this  animal  (No.  II)  made  it  apparent,  therefore, 
that  hibernation  is  accompanied  by  histological  changes  in  each  mem- 
ber of  the  ductless  gland  series,  though  in  none  of  them  were  the  de- 
viations from  the  normal  as  striking  as  in  the  pituitary  body.  The 
tissues  of  the  third  of  the  hibernating  animals  corresponded  closely 
with  the  above,  as  follows. 

Woodchuck  III. — ^This  animal,  also  a  female,  removed  from  the  den  while 
dormant  and  killed  on  Feb.  22,  had  a  rectal  temperature  of  7®  C.  (44.6®  F.). 
Presumably  it  had  been  hibernating  for  ten  weeks,  since  about  Dec  9. 

Pituitary  Body. — ^The  gland  measured  barely  3  mm.  in  its  anteroposterior 
diameter.  Histologically  it  corresponds  in  general  with  the  glands  of  Nos.  I 
and  II.  However,  there  is  some  tendency  toward  alveolar  arrangement  in  the 
cells  of  the  anterior  lobe;  they  have  somewhat  more  protoplasm  and  the  nuclei 
are  less  pycnotic  and  are  rounder  and  clearer  than  in  Nos.  I  and  II.  A  few  of 
the  cells  show  a  slight  affinity  for  acid  stains. 
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Thyroid. — There  is  a  large  amount  of  intra-acinal  fat.  The  acini  themselves 
are  similar  to  those  described  under  No.  II.  The  vesicles  are  possibly  more  dis- 
tended with  colloid,  which  stains  uniformly  pink.  No  cells  of  the  hibernating 
gland  type  are  observed. 

Hibernating  Gland. — This  shows  very  little  change  from  the  hibernating 
gland  of  No.  II,  though  the  cells  have  begun  to  show  some  vacuolation. 

Adrenal. — ^The  gland  is  very  small.  The  nuclei  are  shrunken,  particularly 
those  of  the  cortical  cells,  and  compared  with  the  awakening  state  (compare  No. 
IV)  the  protoplasm  is  very  scant. 

Pancreas. — The  acinus  cells  are  distended  and  contain  a  large  number  of  se- 
cretory granules.  The  nuclei  are  larger  and  more  vesicular  than  in  No.  II,  and 
occupy  the  base  of  the  cells.  The  islets  have  a  more  open  structure  and  are  com- 
posed of  loosely  intertwined  cell  cords. 

Ovary. — Much  the  same  appearance  as  in  No.  II.  A  few  follicles  are  some- 
what more  advanced,  but  none  are  mature,  and  there  are  no  corpora  lutea.  The 
cells  lining  the  fimbriated  ends  are  taller  and  contain  more  protoplasm. 

In  the  following  example,  the  first  of  the  awakened  animals,  a 
very  obvious  physiological  reactivation  was  apparent,  particularly  in 
the  anterior  lobe  of  the  hypophysis,  but  also  in  the  cells  of  the  ad- 
renal. Unfortunately  the  sex  of  the  animal  was  undetermined,  as 
no  block  from  the  sexual  glands  was  received. 

Woodchuck  IV. — This  animal  was  found  awake  and  active  with  a  rectal  tem- 
perature of  35®  C,  and  was  killed  on  Mar.  15.  It  had  been  incarcerated  since 
Dec.  9  and  had  not  had  access  to  food  during  this  period  of  ninety-six  days.  It 
had  been  observed  on  Mar.  8  and  was  then  still  asleep,  so  that  its  awakening 
must  have  been  recent. 

Pituitary  Body. — The  gland  was  macroscopically  enlarged  and  swollen  when 
compared  with  the  glands  of  Nos.  I,  II,  and  III.  It  was  thicker  and  measured 
4  mm.  in  its  anteroposterior  diameter.  Histologically  the  cells  are  swollen; 
their  protoplasm  is  abundant,  granular,  and  has  begun  to  take  differential  eosin- 
ophilic and  basophilic  stains.    A  single  mitotic  figure  was  found. 

The  cleft  contains  colloid.  The  pars  intermedia  and  pars  nervosa  are  larger 
than  in  the  earlier  specimens ;  the  cells  are  more  active.  The  tissue  of  the  pos- 
terior lobe  is  more  distended  and  the  nuclei  are  crowded  farther  apart,  which 
makes  the  lobe  itself  appear  less  cellular. 

Thyroid. — There  is  no  particularly  striking  change,  though  the  cells  on  the 
whole  are  more  of  the  cuboidal  type  than  in  Nos.  I  and  II.  The  intra-acinal 
tissue  is  composed  of  very  scant  connective  tissue  fibers,  without  fat  tissue. 

Hibernating  Gland. — Sections  were  received  from  the  three  situations  (cervi- 
cal, thoracic,  and  subscapular),  where  the  chief  masses  of  this  glandular  struc- 
ture occur. 

The  lobules  appear  smaller  than  those  described  under  No.  II,  but  there  is 
no  great  change  in  the  cells.  The  protoplasm  is  less  abundant  and  stains  less 
well,  and  many  of  the  cells  contain  vacuoles  of  considerable  size. 

Adrenal. — Significant  changes  are  apparent.    The  gland  is  larger  than  that  of 
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No.  II,  and  the  cells  of  both  medulla  and  cortex,  but  particularly  those  of  the 
former  appear  swollen  and  show  abundant  protoplasm  of  granular  structure. 
The  nuclei  are  larger  and  more  vesicular.  The  cortex  shows  more  clearly  than 
in  No.  Ill  the  normal  characteristic  division  into  zones. 

Pancreas. — Very  little  change  from  No.  III.  The  cells  show  a  fair  amount 
of  protoplasm  with  abtmdant  prozymogen  granules  at  their  base.  No  islets  are 
seen  on  sections. 

Ovaries  or  Testes. — Tissues  not  received. 

Lymph  Gland. — A  single  gland  in  one  of  the  sections  shows  no  eosinophilia. 

The  following  animal  (No.  V)  was  trapped  in  the  open  in  the 
neighborhood  of  Worcester,  Mass.,  on  March  17  and  was  forwarded 
to  us  for  study.  Its  period  of  awakening  may,  therefore,  have 
corresponded  with  that  of  the  preceding  animal  (No.  IV),  though 
having  been  in  natural  surroundings  it  possibly  became  dormant 
earlier  than  December  9.  It  may  also  have  had  access  to  food  dur- 
ing the  winter,  and  the  autopsy  showed  that  it  had  fed  on  awaking 
and  before  capture,  though  subsequently  it  refused  food.  It  may  be 
noted  that  the  winter  of  1912-13  was  not  a  very  prolonged  or  severe 
one. 

The  animal  was  lively,  fat,  and  appeared  to  be  in  good  condition. 
It  was  sacrificed  March  22,  seven  days  later  than  No.  IV. 

Woodchuck  V. — Mar.  22.  An  adult  male,  weighing  2,360  gm.,  very  lively  and 
fierce  and  apparently  well  nourished.  Sacrificed  by  anesthetizing  with  ether  and 
then  bleeding  from  the  carotid  and  femoral  arteries.    Immediate  autopsy. 

The  abdominal  cavity  showed  what  appeared  to  be  masses  of  adipose'  tissue 
in  the  mesentery  and  what  was  taken  to  be  the  omentum.  This  fat  was  white 
in  appearance  and  of  soft  consistency.  There  was  practically  no  subcutaneous 
fat  The  cecum  and  large  bowel  contained  food  remnants,  though  the  stomach 
and  small  intestine  were  empty. 

Pituitary  Body. — On  opening  the  cranial  cavity  from  above,  the  brain  was 
elevated  and  the  stalk  of  the  hypophysis  divided  at  the  base  of  the  third  ven- 
tricle. The  gland  appeared  to  be  considerably  larger  than  those  received  from 
Professor  Simpson,  though  the  latter  had  not  been  seen  in  the  fresh  state.  The 
posterior  lobe  was  of  a  whitish  appearance,  very  distinct  from  the  dark  pinkish 
pars  anterior.  Both  lobes  were  flattened.  The  sella  turcica  was  shallow.  A 
block  of  tissue,  including  the  sphenoidal  bone  and  the  floor  of  the  sella,  was  cut 
out  from  the  base  of  the  skull  and  placed  in  Bensley  fixative.  The  gland  after 
fixation  measured  4.5  mm.  in  its  anteroposterior  diameter,  and  1.5  mm.  in 
thickness. 

Histological  Appearance. — The  cells  of  the  pars  anterior  show  the  normal 
arrangement  in  cords;  they  are  rich  in  protoplasm  and  have  begun  to  show 
clearly  their  differential  acid  and  basic  staining  reactions  (Figs.  2,  4,  and  6). 

In  the  posterior  lobe  there  is  some  increase  in  cellularity  over  the  specimens 
previously  studied. 
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Thyroid. — What  was  taken  for  the  left  thyroid,  apparently  with  an  accessory 
tag,  was  dissected  out.  It  was  not  especially  large  and  was  of  a  faint  pinkish 
yellow  color.  What  appeared  to  be  a  parathyroid  was  evident  at  the  upper 
pole  and  was  left  attached  to  the  body  of  the  gland.  On  account  of  bleeding 
from  the  right  carotid,  the  tissues  were  suffused  with  blood  and  the  right  thyroid 
was  not  found.    No  thyroid  tissue  identified  histologically. 

Hibernating  Gland  and  Thymus. — ^When  the  thorax  was  opened,  in  the  posi- 
tion of  the  thymus  there  was  found  a  very  large,  soft,  brownish  gland,  of  lobular 
structure,  filling  the  upper  mediastinum  and  embedded  in  a  sort  of  adipose  tissue. 
Nodules  of  similar  tissue  accompanied  the  intrathoracic  vessels  and  extended 
downward  along  the  course  of  the  sympathetic  trunk  in  the  intercostal  spaces 
as  far  as  the  diaphragm.  Fragments  of  this  tissue  were  preserved  in  various 
fixatives ;  the  main  bulk  of  the  gland  was  preserved  in  formalin. 

Histologically  the  gland  differs  greatly  from  the  specimens  previously  studied. 
In  many  areas  very  little  remains  except  the  eccentric  marginal  nuclei  of  com- 
pletely vacuolated  cells.    No  thymic  tissue  identified  in  the  sections. 

Pancreas. — Diffuse  lobules  of  the  gland  were  found  in  a  long  process  extend- 
ing from  the  duodenum  to  the  spleen,  and  small  bunches  of  glandular  tissue  were 
seen  in  the  mesentery  extending  downward  almost  to  the  kidneys.  Pieces  of 
the  pancreas  in  the  region  of  the  splanchnics  were  taken  out  and  placed  in  acetic- 
osmic-bichromate  mixtures  of  2  and  4  per  cent  osmic  acid. 

Histologically  the  gland  is  of  normal  appearance.  The  cells  are  large  and 
filled  with  secretory  granules. 

Adrenals. — These  appeared  as  small  discrete  glands  of  a  greenish  brown 
color.  On  section  it  was  observed  that  a  very  large  part  of  the  cut  surface  was 
made  up  of  pinkish  white,  soft,  pulpy  medulla.  The  cortex  contained  the  pig- 
ment substance  above  described. 

Histologically  the  medulla,  when  compared  with  the  previous  specimens, 
appears  much  enlarged  in  proportion  to  the  cortex.  Its  cells  are  large,  swollen, 
and  compact.  There  is  a  much  more  distinct  line  of  demarcation  between  the 
medulla  and  cortex,  the  lower  zone  of  which  appears  flattened,  as  though  the  cells 
were  compressed  by  the  swollen  medulla. 

Testes. — ^The  glands  were  large,  and  the  structural  elements  were  readily 
recognized.  They  measured  about  1.75  cm.  in  length  by  i  cm.  in  breadth.  A  sur- 
face scraping  from  the  fresh  section  showed  a  few  non-motile  spermatozoa  (?). 

Histologically  the  gland  shows  an  abundance  of  interstitial  cells.  The  tubules 
contain  a  few  spermatids,  but  no  formed  spermatozoa,  nor  are  there  any  sperma- 
tozoa in  the  epididjmiis. 

The  next  animal,  a  female,  was  likewise  trapped  in  the  neighbor- 
hood of  Worcester,  Mass.,  and  was  received  a  few  days  later  than 
the  preceding  one. 

Woodchuck  VI. — An  adult  female,  weighing  2,002  gm.,  active  and  seemingly 
well  nourished.  Rectal  temperature  36.2**.  Sacrificed  on  Mar.  27  by  the  same 
procedure  as  in  No.  V.  The  mammary  glands  were  considerably  hypertrophied 
and  contained  secretion. 
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Pituitary  Body. — ^Thc  gland  appeared  large,  as  in  No.  V.  The  two  lobes 
were  clearly  distinguished.  The  sella  was  depressed,  and  its  thin  floor  contained 
a  small  defect,  as  though  produced  by  pressure  atrophy. 

Histologically  a  median  section  shows  the  pars  anterior  to  be  composed  of 
large  cells  with  difiFerentially  staining  protoplasm,  but  with  a  preponderance  of 
eosinophilic  cells.    The  lobe  is  more  vascular  than  those  heretofore  observed. 

There  is  apparently  some  increase  in  the  cellularity  of  the  pars  nervosa. 

Thyroid. — What  were  taken  for  the  thyroid  lobes  were  removed,  but  the  tis- 
sues proved  to  be  symmetrically  placed  lymph  glands.  These  show  no  excess 
of  eosinophils  (compare  No.  VII). 

Hibernating  Gland  and  Thymus. — Very  much  less  in  evidence  than  in  No.  VI. 
A  small  amount  was  apparent  in  the  region  of  the  thymus,  with  a  few  fine  ex- 
tensions downward  on  either  side  of  the  spinal  column.  Thymus  not  identified 
in  gross. 

Histologically  the  hibernating  gland  tissue  shows  greatly  shrunken  and  vacuo- 
lated cells  with  small  nuclei — a  stage  of  absorption  of  the  gland  in  advance  of 
No.  V.    A  small  area  of  normal  thymus  appears  on  a  few  of  the  sections. 

Pancreas. — Of  normal  appearance  in  gross. 

Histologically  the  cells  are  larger  than  in  the  previous  cases  and  are  loaded 
with  secretory  granules.  The  islets  present  a  normal  appearance,  with  well 
developed  cords  and  cells  rich  in  protoplasm. 

Adrenals. — In  the  fresh  state,  of  a  light  green  color,  and  somewhat  larger 
than  those  of  No.  V. 

On  section  the  medulla  appears  less  abundant  in  comparison  with  the  cortex. 
When  contrasted  with  the  gland  from  a  hibernating  animal  (e.  g..  No.  II),  a 
very  marked  change  is  apparent,  both  in  the  size  of  the  nuclei  and  amount  of 
protoplasm.  Next  to  the  changes  in  the  pituitary  gland,  the  changes  in  the 
adrenal  are  the  most  striking. 

Ovaries. — ^The  right  gland  was  considerably  larger  than  the  left.  On  section 
it  was  of  a  more  pinkish  color  and  contained  what  appeared  to  be  numerous 
corpora  lutea.  The  left  ovary  was  whiter  in  appearance  and  showed  one  nodu- 
lar elevation,  apparently  a^  corpus  luteum. 

Histologically  the  right  gland  is  largely  made  up  of  several  corpora  lutea, 
with  but  little  interstitial  substance  containing  a  few  immature  follicles. 

Fallopian  Tubes. — ^The  uterus  appeared  to  be  thickened,  edematous,  and  vas- 
cular. At  uniform  intervals  there  were  small  dilatations  suggesting  early 
pregnancy. 

Histologically  the  tubes  show  a  thick,  vascular  endometrium  with  high  colum- 
nar epithelium. 

Whether  or  not  this  animal  was  pregnant  was  not  determined. 
The  condition  of  the  tubes  and  ovaries  resembled  closely  that  which 
will  be  described  elsewhere  as  a  consequence  of  pituitary  feeding. 

The  following  animal,  the  last  of  Professor  Simpson's  series,  was 
found  awake  on  March  15,  when  No.  IV  was  sacrificed;  but  on 
March  22,  when  again  observed,  it  was  in  a  condition  of  semihiber- 
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nation,  with  a  rectal  temperature  of  15°  C.  It  was  observed  again 
on  March  29  and  was  found  to  be  in  the  same  dormant  condition, 
with  a  rectal  temperature  of  12.7°  C,  and  when  replaced  in  the 
den,  a  dish  of  water  and  some  cabbage  were  set  beside  it.  On  April 
5  it  was  found  to  be  awake  and  active,  with  a  temperature  of 
38°  C.  (100.6°  F.)  and  a  body  weight  of  1,150  grams.  A  runway 
was  attached  to  the  den,  so  that  the  animal  was  free  to  move  about, 
and  it  was  abundantly  supplied  with  food  and  water. 

When  observed  on  April  16  the  rectal  temperature  was  35.8"^  C. 
(96.5°  F.),  body  weight  1,500  grams.  On  May  5  rectal  tempera- 
ture 37.7°  C.  (100°  F.),  body  weight  1,650  grams. 

Woodchuck  VII. — Female;  killed  May  5.  Tissues  from  Professor  Simpson 
were  fixed  as  in  the  early  series.  It  may  be  noted  that  it  had  been  actively 
awake  for  a  month  and  had  put  on  weight  In  comparison  with  our  other  ani- 
mals it  was  small  and  may  possibly  have  been  younger. 

Pituitary  Body. — ^The  gland,  though  somewhat  smaller  than  the  foregoing, 
shows  characteristic  anterior  lobe  differential  staining  reactions.  The  pars  in- 
termedia and  pars  nervosa  are  unchanged. 

Thyroid. — The  vesicles  are  surrounded  by  possibly  a  somewhat  more  cuboidal 
typt  of  cell  on  the  average  than  were  those  in  No.  II,  though  there  appears  to 
be  very  little  difference  from  the  winter  state. 

Hibernating  Gland. — ^Here  the  changes  are  very  marked  from  the  winter  state. 
The  cells  have  lost  their  granular  appearance  and  sharp  outlines  and  are  mote 
ragged  in  form.  The  nuclei,  from  loss  of  protoplasm,  appear  more  closely  packed 
and  smaller,  with  more  dense  chromatin.    The  cells  are  considerably  vacuolated. 

Pancreas. — No  changes  were  observed.  Special  stains  for  zymogen  granules, 
etc.,  were  not  employed. 

Adrenals. — ^The  cortex  appears  much  thickened  in  comparison  with  the  me- 
dulla. The  cells  of  the  medulla  are  large  and  active  in  appearance.  A  slight 
differentiation  is  evident  between  the  zones  of  the  cortex. 

Ovary. — Gland  apparently  active,  with  increase  of  interstitial  cells.  Fully 
ripened,  large  Graafian  follicles  are  present,  and  there  is  one  large  corpus  luteum. 

Lymph  Gland. — A  gland  present  in  the  tissues  from  the  pancreas,  and  another 
present  in  the  tissues  from  the  hibernating  gland  in  the  neck,  show  an  extra- 
ordinary preponderance  of  eosinophils. 

Comment. — ^Though  the  observations  on  this  series  of  seven  ani- 
mals are  somewhat  fragmentary,^®  and  though  more  or  less  definite 

i®We  had  hoped  to  supplement  these  observations  by  the  study  of  a  series 
of  animals  during  the  winter  of  1913-1914.  We  were  able  to  secure  for  the  pur- 
pose, however,  only  one  woodchuck;  but  at  the  same  time  three  hedgehogs  and 
three  raccoons  were  also  interned.  The  winter  was  a  particularly  severe  one 
and  all  four  animals  succumbed  to  the  low  temperature.    Our  provisions  for 
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• 
evidences  of  a  pluriglandular  insufficiency  are  apparent  when  the 

waking  is  contrasted  with  the  dormant  state,  nevertheless  the  most 
striking  histological  changes  occur  in  the  anterior  lobe  of  the  pitui- 
tary gland.  These  changes,  in  brief,  consist  of  a  loss  of  the  charac- 
teristic cellular  topography  of  the  pars  anterior,  and,  in  the  case  of 
the  individual  cells,  of  a  shrinkage  of  both  the  nuclear  and  proto- 
plasmic substance  of  the  cells,  with  complete  loss  of  the  characteris- 
tic histological  picture  of  the  active  gland, — namely,  the  differential 
staining  qualities  of  the  granular  content  to  acid  and  basic  dyes, 
— qualities  which  reappear  at  the  end  of  the  dormant  period.  It  may 
be  added  that  in  only  one  of  our  specimens  have  we  observed  the 
karyokinetic  figures  which  Gemelli  (see  below)  has  described  as  an 
especial  feature  of  the  awakening  state.  This  may  be  for  the 
reason  that  we  have  not  happened  upon  the  exact  time  when,  after 
awakening,  the  cell  division  is  particularly  active.  Significant  of 
Gemelli's  findings,  however,  is  the  fact  that  the  writers,  except  in 
Case  IV  of  this  series,  have  never  observed  mitosis  in  any  of  the 
countless  pituitary  glands  of  the  lower  animals  they  have  examined. 
In  view  of  the  close  interrelation  of  the  pituitary  body  and  the 
sexual  glands  it  is  unfortunate  that  we  were  deprived  of  the  latter 
organs  in  Nos.  I  and  IV,  and  that  four  of  the  remaining  five  animals 
were  females.  It  is  our  presumption  that  very  marked  activation 
occurs  in  the  reproductive  organs  when  the  animal  emerges  from  the 
dormant  state,  and  it  is  tempting  to  attribute  this  to  the  influence 
of  the  functionally  reactivated  pars  anterior.  This  conjecture  is 
supported  by  the  experiences  of  one  of  us   (Goetsch)   with  the 

proper  hibernation  were  doubtless  inadequate.  Food  was  supplied  so  that  the 
animals  might  eat  as  they  desired,  and  they  all  did  so  with  more  or  less  regu- 
larity. The  woodchuck,  which  was  a  male,  survived  a  particularly  cold  spell 
during  which  the  other  animals  perished,  but  at  no  period  had  it  definitely 
hibernated.  On  Jan.  12  it  was  fairly  lively,  with  a  rectal  temperature  of 
32.$"*  C,  weight  1,807  kilos.  It  was  sacrificed.  There  was  very  little  fat,  but 
a  large  amount  of  hibernating  gland.  The  pituitary  body  resembled  the  glands 
of  Woodchuck  III  of  the  series.  It  was  small  and  the  cells  were  somewhat 
closely  packed,  and  some  of  them  took  differential  stains.  The  testes  showed 
active  cell  division  of  spermatogenous  cells,  but  there  were  no  spermatozoa; 
the  interstitial  cells  were  abundant  There  were  no  notable  changes  in  the  other 
glands.  No  changes  of  recognizable  significance  were  made  out  from  the  tissues 
of  the  raccoons  or  hedgehogs,  and  no  tissue  resembling  hibernating  gland  tissue 
was  positively  identified  in  any  of  them. 
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feeding  of  pars  anterior  extract  and  its  effect  in  stimulating  repro- 
ductive activity, 2^  which  will  be  the  subject  of  a  subsequent  paper. 

The  Observations  of  Gemelli  and  Salmon, 

As  far  as  we  are  aware,  only  two  writers,  both  of  them  Italians,  have  ap- 
proached this  subject  in  such  wise  that  their  views  and  observations  are  at  all 
pertinent  to  this  discussion. 

In  1905  a  monograph  on  sleep  was  published  by  Salmon^i  in  which  the  view 
was  advanced  that  physiological  sleep  is  due  to  an  internal  secretion  of  the 
pituitary  gland.  In  later  papers,  published  in  French.^a  this  view  was  still 
further  elaborated. 

In  1906  an  important  paper  appeared  in  Italian,  written  by  Agostino  Gemelli,^* 
in  which  the  histological  changes  occurring  in  the  pituitary  gland  of  the  hiber- 
nating marmot  were  fully  described  for  the  first,  and  as  far  as  we  can  learn, 
for  the  only  time.  In  a  second  paper**  he  refutes  the  contentions  of  Salmon 
and  ascribes  to  the  hypophysis  in  cooperation  with  the  other  ductless  glands  the 
function  of  the  neutralization  of  toxins. 

It  is  our  impression  that  the  observations  of  these  writers  are  in  entire 
accord  with  our  own,  but  that  their  conclusions,  particularly  those  of  Salmon, 
in  so  far  as  they  were  drawn  from  clinical  observations,  are  based  on  wrong 
premises. 

Salmon  advanced  the  opinion  that  the  hypophysis  is  actually  a  center  for 
sleep,  normal  physiological  sleep  being  explained  on  the  basis  of  an  internal 
secretion  from  the  gland  which  has  some  vasomotor  or  autotoxic  effect  on  the 
nervous  system:  in  other  words,  that  physiological  sleep  is  essentially  depend- 
ent upon  the  secretion  of  the  pituitary  gland. 

As  an  argument  favoring  this  view  he  gives  a  list  of  disorders  in  which 
drowsiness  is  commonly  observed,  and  in  many  of  which  there  occurs  some 
hypophysial  alteration.  Strangely  enough,  however,  he  attributes  drowsiness 
to  conditions  of  glandular  hyperplasia,  accompanied  by  hyperfunction,  whereas 
insomnia  is  ascribed  to  states  of  glandular  atrophy  with  functional  insufficiency. 
This,  it  will  be  seen,  is  precisely  the  reverse  of  the  view  which  is  now  commonly 

2<>  Certain  clinical  experiences  are  also  in  accord  with  this  view :  for  the  feed- 
ing of  hypophysial  extracts  over  prolonged  periods  to  patients  who  are  the 
victims  of  hypopituitarism  not  infrequently  arouses  sexual  activity  after  periods 
of  amenorrhea  or  impotence. 

21  Salmon,  A.,  SuU*  origine  del  sonno.  Studio  delle  relazioni  tra  il  sonno  e 
la  funzione  della  glandula  pituitaria,  Florence,  1905. 

22  Salmon,  A.,  Le  sommeil  pathologique ;  Thypersomnie,  Rev.  de  mid.,  1910, 
XXX,  765;  La  fonction  du  sommeil.  Physiologic,  psychologic,  pathologic,  Paris, 
1910. 

28  Gemelli,  A.,  Su  Tipofisi  delle  marmotte  durante  il  letargo  e  nella  stagione 
estiva,  Arch.  p.  le  sc.  med.,  1906,  xxx,  341. 

2*  Gemelli,  A.,  Nuove  osservazioni  su  Tipofisi  delle  marmotte  durante  il 
letargo  e  nella  stagione  estiva;  contributo  alia  fisiologia  dell'  ipofisi,  Biologica, 
1906,  i,  130. 
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accepted.  At  the  time  of  Salmon's  publication,  it  may  be  recalled,  there  was 
no  satisfactory  differentiation  of  the  clinical  expressions  of  hyper-  and  hypo- 
pituitarism. 

Gemelli  was  quick  to  see  the  falsity  of  Salmon's  position,  for  he  says :  "  If 
Salmon's  h3rpothesis  were  correct  we  should  expect  to  find  an  increase  in  the 
activity  of  the  pituitary  gland  during  hibernation,  for  only  in  this  way  could 
we  confirm  the  view  that  physiological  sleep  is  due  essentially  to  the  secretion 
of  the  glandular  portion  of  the  pituitary  body.  But  we  have  really  found  the 
contrary  to  be  the  case — vis,,  a  lowering  of  the  proper  activity  of  the  organ 
characterized  by  a  decrease  of  the  secretory  cells.  After  the  marmots  awake 
we  find  a  regeneration  of  the  glandular  tissue,  with  a  great  number  of  karyo- 
kinetic  figures  and  an  increase  in  the  number  of  eosinophil  cells.  These  obser- 
vations point  to  an  organic  renovation  of  the  gland  and  an  increase  in  its 
activity,  and  thereforfe  refute  entirely  Salmon's  hypothesis." 

If  Salmon  had  reached  the  opposite  conclusion,  which  assuredly  he  would 
have  done  had  he  been  in  possession  of  the  facts  before  us  today,  namely,  that 
drowsiness  or  somnolence  is  induced  by  a  deficiency  rather  than  an  increase  in 
hypophysial  secretion,  it  is  possible  that  Gemelli  might  have  found  reason  to 
ascribe  the  somnolence  of  his  marmots  to  the  changes  in  the  gland  which  he 
was  the  first  to  observe.  As  it  was,  Gemelli  interpreted  his  findings  as  an  argu- 
ment in  support  of  the  view,  which  has  become  generally  accepted,  that  the 
gland  is  of  prime  physiological  importance  and  is  not  a  rudimentary  structure.. 
With  many  other  French  and  Italian  investigators  he  contends  that  the  ductless 
glands — adrenal  cortex,  thyroid,  parathyroid,  and  hypophysis — are  organs  whose- 
chief  function  is  the  neutralization  of  toxins,  not  only  such  as  are  furnished  by^ 
organic,  inorganic,  and  bacterial  poisons,  but  those  the  products  of  metabolism 
as  well.  To  quote  from  him :  "  During  hibernation  metabolism  is  decreased  and" 
therefore  we  have  less  toxic  substances.  When  the  animals  awake  in  the  spring 
the  vegetative  functions  are  resumed,  and  we  therefore  find  a  very  great  in- 
crease of  toxic  substances,  corresponding  to  which  the  changes  described  in  the 
pituitary  gland  occur."    Gemelli's  conclusions  are  as  follows: 

1.  The  h3rpophysis  of  the  marmot  follows  the  general  law  which  governs 
the  other  organs  during  hibernation  and  the  spring  awakening. 

2.  The  decrease  in  C3ranophil  cells  during  hibernation,  the  appearance  of 
numerous  karyokineses,  and  increase  in  cyanophil  cells  during  the  spring  awak- 
ening, serve  to  confirm  the  hypothesis  that  the  function  of  the  glandular  lobe  of 
the  hypophysis  cooperates  with  the  other  ductless  glands  in  neutralizing  toxins. 

3.  The  anterior  part  of  the  glandular  lobe  of  the  hypophysis  cannot  be 
regarded  as  a  hypothetical  center  of  physiological  sleep. 

Hibernation  in  General. 

In  physiological  adaptation  to  periodic  conditions  unfavorable  to  life,  of 
which  a  seasonal  diminution  of  food  supply  is  perhaps  the  most  important  ele- 
ment, certain  animals  have  acquired  a  capacity  for  seasonal  lethargy  which 
appears  to  be  but  a  form  of  prolonged  diumation,  just  as  diumation  is  an  exag- 
geration of  normal  sleep.  A  low  external  temperature  would  appear  to  be 
merely  a  predisposing  factor  in  hibernation,  just  as  it  is  in  the  case  of  normal 
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sleep,  but  from  what  we  now  know  of  aestivation  the  external  temperature  in 
itself  can  hardly  be  regarded  as  essential  to  the  process. 

Of  the  fur -bearing  animals  of  the  temperate  latitudes  the  marmot,  as  far 
as  is  known,  shows  the  phenomenon  of  hibernation  in  its  most  outspoken  form. 
Winter  sleep,  however,  is  a  peculiarity  of  other  so-called  poikilothermic  animals, 
such  as  the  dormouse,  hedgehog,  bat,  and  prairie-dog;  and  it  is  alleged  that 
raccoons,  skunks,  badgers,  bears,  and  even  some  squirrels  and  other  animals, 
such  as  chipmunks  and  gophers,  which  store  their  winter  provender,  at  least 
have  the  capacity  of  passing  the  months  of  scant  food  supply  in  a  semihibemat- 
ing  condition.  It  is  a  physiological  characteristic  which  has  never  been  acquired 
by  birds,  due  in  all  likelihood  to  their  ability  to  migrate  to  more  favorable 
surroundings. 

Many  of  the  animals  which  undergo  a  period  of  hibernation  or  semihiberna- 
tion  in  their  normal  habitats  when  transplanted  to  other  surroundings  and  fur- 
nished with  food  may  not  lapse  into  their  wonted  months  of  continuous  sleep, 
but  may  remain  more  or  less  active ;  and  this  is  true  even  of  the  typically  hiber- 
nating marmot.  It  is  conceivable  that  under  these  changed  conditions  they 
might  grow  out  of  the  habit,  though  unquestionably  they  would  still  retain  the 
capacity  to  hibernate  were  the  original  conditions  resumed.  It  may  be  added, 
however,  that  certain  animals  when  transplanted  retain  their  habit  of  periodic 
somnolence.  This  is  said  to  be  true  of  the  tenec  of  Madagascar,  an  animal 
belonging  to  the  same  order  as  the  hedgehog.  The  tenec  undergoes  what  is  rare 
in  mammals,  namely,  a  period  of  summer  sleep,  and  the  specimens  in  captivity 
in  the  London  Zoological  Garden  are  said  to  have  continued  in  their  regular 
seasonal  sleep  even  in  the  northern  latitude. 

The  same  physiological  changes,  though  of  brief  duration,  appear  to  take 
place  in  animals  which  have  the  habit  of  diumation,  a  condition  which  appar- 
ently differs  from  hibernation  only  in  its  brevity.  This  is  true  of  the  bat,  for 
example.  Dormice,  too,  awake  every  twenty-four  hours  merely  to  feed;  and 
the  sleep  of  hedgehogs  may  last  for  two  or  three  days  at  a  time.  It  is  alleged 
that  during  diumation  in  these  animals,  respiration  practically  ceases  and  the 
temperature  falls  to  about  that  of  the  surrounding  medium  and  rises  again  with 
their  awakening.  Indeed,  the  fall  in  temperature  which  occurs  during  the  nat- 
ural sleep  of  all  non-hibernating  species*^  suggests  that  no  sharp  line  of  demar- 
cation separates  the  two  conditions. 

Similar  seasonal  physiological  rhythms  may  possibly  affect  other  mammals 
besides  those  mentioned.^o  and  attention  was  drawn,  in  the  course  of  our  canine 
hypophysial  studies  during  three  or  four  consecutive  winters,  to  the  fact  that 

2'5  Simpson,  S.,  and  Galbraith,  J.  J.,  An  Investigation  into  the  Diurnal  Varia- 
tion of  the  Body  Temperature  of  Nocturnal  and  Other  Birds,  and  a  Few  Mam- 
mals, Jour.  Physiol,  1905-06,  xxxiii,  225. 

2«  Among  cold-blooded  animals,  both  vertebrate  and  invertebrate — snakes, 
lizards,  tortoises,  frogs,  toads,  snails,  and  so  on — the  phenomenon  is  of  quite 
general  occurrence.  Hibernation  in  the  carnivora  is  limited  to  the  Arctoidea, 
The  single  canine  example  is  apparently  the  raccoon-dog  of  Japan,  which  is 
said  (Radde)  to  hibernate  if  food  has  been  sufficiently  plentiful  to  enable  the 
animal  to  store  sufficient  fat. 
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in  the  midwinter  months  hemodynamic  and  other  reactions  to  the  injection  of 
hypophysial  extracts  often  did  not  occur  or  were  far  less  pronounced  than  at 
other  times  of  the  year.  It  was  suggested  in  explanation,  (i)  that  a  seasonal 
change  in  the  animals  experimented  upon  caused  the  administration  of  the  ex- 
tracts to  fail  to  give  the  usual  responses,  or  (2)  that  the  glands  of  the  animals 
from  which  the  extracts  had  been  prepared  were  in  a  condition  of  relative  sea- 
sonal inactivity  and  that  the  extracts  consequently  were  less  active  in  their 
effect  It  is  possible  that  we  may  thus  account  for  some  of  the  discrepancies 
in  the  results  obtained  by  various  observers  of  the  physiological  reactions  of 
prepared  extracts.^^ 

Even  man  appears  to  have  a  certain  capacity  for  what  may  be  called  winter 
sleep,  as  has  been  shown  by  the  experiences  of  those  in  the  arctic  regions;  and 
it  is  possible  that  such  a  capacity  might  be  further  developed,  as  seems  to  be 
the  case  with  the  peasants  in  certain  parts  of  Russia,  who  during  the  winter 
months,  when  there  is  a  scarcity  of  food,  pass  weeks  at  a  time  in  a  somnolent 
state,  arousing  once  a  day  for  a  scant  meal. 

Unquestionably  the  underlying  factors  in  hibernation  are  extracorporeal  ones 
relating  to  food  supply,  but  it  may  be  presumed  that  animals  subjected  to  sea- 
sonal periods  of  food  deprivation  have  acquired  the  capacity  to  survive,  partly 
through  the  preliminary  storage  of  tissue  fuel  and  partly  through  the  ability  to 
conserve  that  fuel  so  that  its  combustion  is  extremely  slow.  Nothing  would  be 
so  likely  to  favor  these  conditions  as  a  physiological  period  of  inactivity  of  those 
glands  which  are  concerned  with  tissue  metabolism,  of  which  the  pituitary  body 
has  been  shown  to  be  a  striking  example. 

That  deprivation  of  food  and  exposure  to  cold  cannot  be  the  only  factors  is 
shown  by  the  fact  that  such  an  animal  as  the  woodchuck  in  its  natural  sur- 
roundings often  goes  into  winter  quarters  long  before  the  onset  of  cold  weather 
and  emerges  again  at  the  vernal  equinox,  even  though  existing  climatic  condi- 
tions may  be  most  unfavorable  for  the  securing  of  food.  Moreover,  it  has  been 
found  impossible  to  force  hibernation  by  the  withdrawal  of  food  and  exposure 
to  cold  out  of  season. 

The  occurrence  of  such  a  seasonal  wave  of  inactivity  on  the  part  of  certain 

27  R.  Hunt  (The  Effects  of  a  Restricted  Diet  and  of  Various  Diets  upon  the 
Resistance  of  Animals  to  Certain  Poisons,  Bull.  Hyg.  Lab,,  U.  S.  P,  //.,  1910, 
No.  69)  called  attention  to  the  great  variation  in  the  resistance  of  mice  and 
guinea  pigs  to  certain  poisons  and  attributed  them  to  seasonal  variations  in  the 
activity  of  the  thyroid  glands.  A.  Seidell  and  F.  Fenger  (Seasonal  Variation  in 
the  Composition  of  the  Thyroid  Gland,  Bull.  Hyg,  Lab.,  U.  S.  P.  H.,  1914,  No. 
96)  showed  that  there  are,  as  a  matter  of  fact,  seasonal  changes  in  the  weight  as 
well  as  in  the  iodin  content  of  the  thyroid  glands  of  beef  and  sheep.  G.  B.  Roth 
(Pituitary  Standardization.  A  Comparison  of  the  Physiological  Activity  of 
Some  Commercial  Pituitary  Preparations,  Bull.  Hyg.  Lab.,  U.  S.  P.  H.,  1914,  No. 
100)  has  called  attention  to  the  wide  variability  and  the  physiological  activity  of 
commercial  pituitary  extract,  but  has  assigned  no  reasons  for  the  differences. 

Dr.  Hunt  expresses  the  belief  that  pituitary  preparations  vary  on  account  of 
the  difference  in  the  methods  of  manufacture,  rather  than  on  account  of  the  dif- 
ference in  the  original  gland. 
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members  of  the  ductless  gland  series  as  our  theory  of  hibernation  predicates  is 
no  more  remarkable  than  other  periodic  waves  of  inactivity  or  activity  in  the 
case  of  other  glands.  This  is  particularly  true  of  the  glands  directly  concerned 
with  reproduction, — glands  which  have  been  shown  to  have  a  very  close  func- 
tional interrelationship  with  the  pituitary  body. 


SUMMARY. 

A  train  of  symptoms,  coupled  with  retardation  of  tissue  metabolism 
and  with  inactivity  of  the  reproductive  glands,  not  only  accompanies 
states  of  experimentally  induced  hypophysial  deficiency,  but  is 
equally  characteristic  of  clinical  states  of  hypopituitarism.  The 
more  notable  of  these  symptoms  are  a  tendency,  in  the  chronic  cases, 
toward  an  unusual  deposition  of  fat,  a  lowering  of  body  temperature, 
slowing  of  pulse  and  respiration,  fall  in  blood  pressure,  and  often- 
times a  pronotmced  somnolence. 

These  s)fmptoms  bear  a  marked  resemblance  to  the  physiological 
phenomena  accompanying  the  state  of  hibernation  which  have  here- 
tofore been  unsatisfactorily  ascribed  solely  to  extracorporeal  factors; 
namely,  a  seasonal  deprivation  of  food  and  low  temperature. 

In  a  series  of  hibernating  animals  ( woodchucks)  it  has  been  found 
that  during  the  dormant  period  histological  changes  are  apparent  in 
many  of  the  ductless  glands.  The  most  notable  of  these  changes 
occur  in  the  pituitary  body,  as  previously  observed  by  Gemelli.  The 
gland  not  only  diminishes  in  size,  but  the  cells  of  the  pars  anterior  in 
some  animals  at  least  completely  lose  their  characteristic  staining  re- 
actions to  acid  and  basic  dyes.  At  the  end  of  the  dormant  period 
the  gland  swells,  and  as  the  cells  enlarge  they  again  acquire  their 
differential  affinity  for  acid,  basic,  and  neutral  stains,  and  at  the 
same  time  karyokinetic  figures  may  appear. 

CONCLUSIONS. 

On  the  basis  of  these  observations  hibernation  may  be  ascribed  to 
a  seasonal  physiological  wave  of  pluriglandular  inactivity.  The  es- 
sential role  may  perhaps  be  ascribed  to  the  pituitary  body,  not  only 
for  the  reason  that  the  most  striking  histological  changes  appear  in 
this  structure,  but  also  because  deprivation  of  the  secretion  of  this 
gland  alone  of  the  entire  ductless  gland  series  produces  a  group  of 
symptoms  comparable  to  those  of  hibernation. 
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Fig.  2. 
(Cushing    and    (ioetsch:    Hibernation    and    the    Pituitary    liody.) 
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Fig.  4. 
(Cushing   and    Goetscli:    Hibernation    and    the    Pituitary    IJody.) 
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Fk;.  6. 
(Gushing   and    Goctsch:    Hibernation    and    the    Pituitary    Body.) 
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EXPLANATION  OF  PLATES. 
Plate  i. 

Fig.  I.  Median  section  of  the  pituitary  gland  of  an  hibernating  woodchuck, 
killed  Feb.  15.  1913  (No.  II).    Pars  anterior  broken. 

Fig.  2.  Median  section  of  the  pituitary  gland  of  a  woodchuck  (No.  V), 
killed  Mar.  22,  1913,  a  few  days  after  awakening. 

Plate  2. 

Fig.  3.  Undifferentiated  anterior  lobe  cells  of  the  hibernating  state  (Wood- 
chuck  II),  Feb.  15,  1913.    Hematoxylin  and  eosin.    X300. 

Fig.  4.  Well  differentiated  anterior  lobe  cells  of  an  animal  on  awakening 
(Woodchuck  V),  Mar.  22,  1913.    Hematoxylin  and  eosin.     X  300. 

Plate  3. 

Fig.  5.  Higher  magnification  of  the  cells  of  the  hibernating  state  (Wood- 
chuck II,  Feb.  15,  1913).    Sdureviolett  and  safranin  O. 

Fia  6.  Higher  magnification  of  the  anterior  lobe  cells  of  the  awakening 
state  (Woodchuck  V,  Mar.  22,  1913).    Saureviolett  and  safranin  O. 
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LATE  POISONING  WITH  CHLOROFORM  AND  OTHER 

ALKYL  HALIDES  IN  RELATIONSHIP  TO  THE 

HALOGEN   ACIDS  FORMED  BY  THEIR 

CHEMICAL  DISSOCIATION. 

By  EVARTS  a.  GRAHAM,  M.D. 

(From   the   Otho  S.  A.   S Prague  Memorial  Institute  Laboratory   of  Clinical 
Research  and  the  Department  of  Surgery,  Rush  Medical  College,  Chicago,) 

Plates  4  and  5. 

(Received  for  publication.  March  13,  191 5.) 

It  is  well  known  that  the  prolonged  administration  of  chloroform 
may  be  followed  by  certain  well  marked  morphological  changes  in 
the  tissues,  most  conspicuous  of  which  are  edema,  fat  infiltration, 
multiple  hemorrhages,  and  necrosis  of  the  central  portion  of  the 
liver  lobule.  These  changes  have  been  extensively  studied;  and 
excellent  bibliographies  may  be  found  in  articles  by  Bevan  and 
Favill,^  Wells,^  Whipple  and  Sperry,^  Howland  and  Richards,*  and 
others.  In  this  article,  there  fore,  no  detailed  discussion  of  the  changes 
will  be  given.  However,  in  spite  of  the  large  amount  of  study  that 
has  been  devoted  to  the  lesions,  there  has  apparently  been  little  eflFort 
to  analyze  the  factors  involved  in  their  production.  At  the  present 
time  there  is  no  adequate  explanation  of  how  these  changes  are  pro- 
duced.    A  satisfactory  explanation  would  be  important  not  merely 

1  Bevan,  A.  D.,  and  Favill,  H.  B.,  Acid  Intoxication,  and  Late  Poisonous 
Effects  of  Anesthetics.  Hepatic  Toxemia.  Acute  Fatty  Degeneration  of  the 
Liver  Following  Chloroform  and  Ether  Anesthesia,  Jour.  Am.  Med.  Assn.,  1905, 
xlv,  691. 

2  Wells,  H.  G.,  Chloroform  Necrosis  of  the  Liver,  Arch.  Int.  Med.,  igo8, 
1.  589. 

8  Whipple,  G.  H.,  and  Sperry,  J.  A.,  Chloroform  Poisoning.  Liver  Necrosis 
and  Repair,  Bull.  Johns  Hopkins  Hosp.,  1909,  xx,  278. 

*  Howland,  J.,  and  Richards,  A.  N.,  An  Experimental  Study  of  the  Metabo- 
lism and  Pathology  of  Delayed  Chloroform  Poisoning,  Jour.  Exper.  Med.,  1909, 
xi,  344. 

48 


Digitized  by 


Google 


Evarts  A.  Graham.  49 

in  connection  with  the  action  of  chloroform  itself  but  rather  be- 
cause of  the  light  which  it  would  throw  on  the  nature  of  the  funda- 
mental processes  involved,  which  without  doubt  are  identical  with 
those  concerned  in  poisonings  of  the  body  with  a  large  group  of  toxic 
substances,  including  other  narcotics,  arsenic,  salvarsan,  phosphorus, 
and  probably  most  bacterial  poisons.  Evidence  will  be  brought  to 
show  that  in  chloroform  poisoning  the  liver  necrosis  is  produced 
chiefly  by  the  action  of  acid  (largely  probably  by  hydrochloric  acid 
which  is  formed  in  the  metabolic  destruction  of  chloroform),  and 
this  ability  to  produce  liver  necrosis  is  a  general  property  of  alkyl 
halides,  all  of  which  probably  yield  halogen  acids  in  their  break- 
down in  the  body.  Reasons  will  also  be  brought  in  support  of  the 
view  that  the  accompanying  cloudy  swelling,  fat  infiltration,  hemor- 
rhages, and  edemas  are  also  acid  effects.  These  changes,  however, 
are  not  limited  to  intoxications  with  substances  which  can  split  off 
mineral  acids,  but  they  may  follow  the  administration  of  any  sub- 
stance that  can  cause  tissue  asphyxia  with  its  attendant  accumula- 
tion of  organic  acids. 

The  ease  with  which  extensive  liver  necrosis  is  induced  by  a  two 
or  three  hour  narcosis  with  chloroform,  and  the  failure  to  obtain 
it  by  a  narcosis  with  ether  of  three  or  four  times  that  duration,  sug- 
gest strongly  that  this  difference  in  the  behavior  of  the  two  sub- 
stances depends  upon  either  a  difference  in  molecular  action  or  a 
difference  in  products  formed  during  their  breakdown. 

When  chemically  pure  chloroform  is  exposed  to  the  action  of  sun- 
light at  room  temperature  it  is  oxidized  to  phosgene  and  hydrochloric 
acid.     The  end  reaction  may  be  expressed  thus : 

CHCI3  +  O  ^  COCI2  +  HCl. 

This  oxidation  occurs  so  easily  that  it  has  become  necessary  for 
manufacturers  of  chloroform  for  anesthetic  purposes  to  add  alcohol 
to  it  to  prevent  its  decomposition.**     Phosgene  in  the  presence  of 

'  Baskerville  has  shown  that  the  alcohol  protects  the  chloroform  because  it  is 
more  easily  oxidized  than  chloroform,  and  hence  when,  as  in  a  stoppered  bottle, 
there  is  only  a  limited  amount  of  oxygen  present,  the  alcohol  uses  all  the  avail- 
able oxygen  for  its  own  oxidation  (Baskerville,  C,  and  Hamor,  W.  A.,  The 
Chemistry  of  Anesthetics.  IV.  Chloroform,  Jour.  Indust,  and  Eng,  Chem,, 
1912,  iv,  362). 
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water  is  decomposed  into  carbon  dioxide  and  two  molecules  of  hy- 
drochloric acid.     This  hydrolysis  may  be  expressed  thus : 

COCI2  +  HOH  ^  CO2  +  2HCI. 

It  is  at  once  apparent,  therefore,  that  if  one  molecule  of  chloro- 
form is  oxidized  in  the  presence  of  water,  three  molecules  of  hydro- 
chloric acid  may  be  formed.  The  liberation  of  such  a  strong  inor- 
ganic acid  in  the  tissues  could  very  easily  produce  necrosis  and  other 
acid  effects ;  and  since  three  molecules  of  the  acid  are  formed  from 
each  one  of  the  chloroform,  it  might  easily  be  supposed  that  the  oxi- 
dation of  only  a  small  amount  of  chloroform  would  suffice  to  pro- 
duce a  considerable  effect  on  the  tissues.  Moreover,  the  well  known 
facts  that  the  liver  is  the  organ  which  most  strikingly  manifests  the 
chloroform  necrosis,  and  that  this  organ  is  also  the  site  of  a  most 
active  metabolism,  harmonize  well  with  this  hydrochloric  acid  theory. 

With  these  facts  and  considerations  as  the  basis  for  departure,  the 
hypothesis  was  subjected  to  a  series  of  experimental  tests  which  may 
be  outlined  as  follows. 

I.  A  study  was  undertaken  of  the  morphological  changes  induced 
by  hydrochloric  acid,  with  special  reference  to  the  liver.  2.  At- 
tempts were  made  to  demonstrate  free  hydrochloric  acid  in  the 
necrotic  areas  in  the  livers  of  animals  poisoned  with  chloroform. 
3.  Observations  were  made  on  the  relative  necrosis-producing  power 
of  different  chlorine  substitution  products  of  methane  (e.  g.,  dichlor- 
methane,  chloroform,  and  tetrachlomie thane),  which  on  theoretical 
grounds  could  be  considered  to  yield  different  amounts  of  hydro- 
chloric acid  in  their  breakdown.  4.  The  inhibiting  effect  of  alkali 
was  studied.  5.  Attempts  were  made  to  produce  the  typical  picture 
of  chloroform  poisoning  by  other  alkyl  halides  of  the  same  type  as 
chloroform,  z/i^.,bromoform(CHBr3)  and  iodoform  (CHI3), which 
might  be  expected  to  give  analogous  products  in  their  breakdown, 
iwith,  however,  the  liberation  of  hydrobromic  acid  and  hydriodic 
acid,  respectively,  instead  of  hydrochloric  acid.  6.  Experiments 
were  made  to  ascertain  whether  or  not  morphological  effects  like 
those  produced  by  chloroform  can  also  be  induced  by  alkyl  halides 
in  general,  and  whether  these  substances  are  decomposed  in  the 
body  in  such  a  way  that  the  corresponding  halogen  acid  is  liberated. 
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7.  A  comparative  study  of  the  lesions  produced  by  chloral  hydrate 
and  chloroform  was  made,  since  the  former  substance  yields  prac- 
tically no  hydrochloric  acid  in  its  metabolic  breakdown,  although  it 
contains  the  same  number  of  chlorine  atoms  as  chloroform. 

EXPERIMENTAL. 

The  Tissue  Changes  Induced  by  Administration  of  Hydrochloric 

Acid. 

Oral  and  intraportal  administrations  of  hydrochloric  acid  in  suit- 
able concentrations  were  followed  by  edema,  hemorrhages,  necrosis, 
and  increased  fat  accumulation  in  the  liver.  When  injected  intra- 
portally  in  dogs  in  relatively  high  concentrations  (10  to  25  cubic  cen- 
timeters of  0.5  (N/7)  to  I  per  cent  (N/3. s)  solutions),  hydrochloric 
acid  produced  extensive  liver  necrosis  involving  large  areas  of  many 
lobules  about  equally.  When  given  in  lower  concentrations  (e.  g.^ 
0.37  per  cent  (N/io)),  it  produced  edema  and  other  degenerative 
changes  as  well  as  numerous  subcapsular  hemorrhages.  The  paren- 
chymatous changes  were  most  conspicuous  at  the  periphery  of  each 
lobule.  This  was  to  be  expected  since,  because  of  the  arrangement 
of  the  blood  supply,  the  periphery  would  be  the  first  part  of  the 
lobule  reached  by  the  acid.  The  degenerative  changes  consisted  of 
pycnosis  and  fragmentation  of  the  nuclei  with  swelling  of  the  cells. 
It  was  felt  that  these  were  precursors  of  necrosis.  When  several 
administrations  were  given  by  mouth  to  rabbits  in  concentrations  of 
I  (N/3.5)  or  2  per  cent  (N/1.8)  at  intervals  of  from  twelve  to 
ti\'enty-four  hours,  the  animals  usually  died  after  the  third  or  fourth 
administration.  They  showed  extensive  hemorrhage  in  the  mucosa  of 
the  stomach  and  duodenum,  large  fatty  livers,  and  swollen  kidneys. 

Microscopically,  by  the  use  of  Sudan  III,  the  fat  in  the  liver  was  found  chiefly 
around  the  central  veins.  In  short,  all  of  the  marked  morphological  changes 
induced  by  chloroform  have  been  seen  to  follow  the  administration  of  hydro- 
chloric acid  alone.  They  were,  however,  differently  distributed.  The  liver 
necrosis  appeared  at  the  peripheries  of  the  lobules  instead  of  at  the  centers,  as  in 
chloroform  poisoning,  but  this  difference  in  location  is  not  regarded  as  impor- 
tant, since  a  discussion  of  the  site  of  the  necrosis  in  chloroform  poisoning 
involves  the  question  of  the  site  of  the  greater  formation  of  hydrochloric  acid 
together  with  that  of  the  relative  susceptibility  of  the  central  and  peripheral 
parts  of  the  lobule  to  its  effects.  These  points  will  be  further  elaborated  in  the 
discussion. 
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The  production  of  fatty  changes  in  the  liver  by  the  use  of  hydrochloric  add 
is  in  harmony  with  a  statement  of  Leathes,®  that  as  an  effect  of  "  the  action  of 
mineral  acids  an  active  mobilization  of  the  fat  reserves  may  occur  .  .  .  and  the 
liver  cells  are  found  loaded  with  fat  of  a  low  iodine  value."  Whether  or  not 
this  mobilization  of  fat  is  to  be  considered  as  due  to  a  primary  eflFect  of  the  acid 
or  to  the  cellular  asphyxia  induced  by  the  acid  will  not  be  discussed  in  this  paper. 

The  extensive  edema  which  follows  the  administration  of  hydrochloric  acid 
confirms  the  well  known  observations  of  Fischer  on  the  imbibition  of  water  by 
tissue  colloids  under  the  influence  of  acids  generally.  The  production  of  hemor- 
rhages harmonizes  with  the  frequency  of  their  occurrence  after  tissue  asphyxia, 
with  its  attendant  formation  of  acid.  Doyon^  and  his  pupils  first  (1905-1906) 
called  attention  to  the  probability  that  fibrinogen  is  formed  mainly  in  the  liver 
and  that  interference  with  normal  liver  function  induces  a  diminished  coagula- 
bility of  the  blood,  a  conclusion  which  later  was  confirmed  by  Whipple  and 
Hurwitz.®  In  a  previous  paper  in  which  it  was  shown  that  the  various  hemor- 
rhagic diseases  of  the  newly  bom  are  probably  expressions  of  an  asphyxial 
process,®  we  stated  that  this  hemorrhagic  tendency  might  be  due  to  a  "more 
fundamental  and  wide-spread  change,  as  a  result  of  which  not  only  fibrinogen, 
but  innumerable  other  proteins  tend  to  remain  in  solution  or  to  pass  into  solu- 
tion, with  the  result  that  apart  from  diminished  blood  coagulability  there  is  a 
great  reduction  in  the  firmness  of  the  vessel  walls."    Typical  protocols  follow. 

Experiment  j. — Normal  dog,  weighing  5  kilos.  2.00  p.  m.  Under  ether  anes- 
thesia abdomen  opened  and  2  cc.  N/io  (0.37  per  cent)  hydrochloric  acid  injected 
into  radicle  of  portal  vein  (branch  of  superior  mesenteric).  Marked  dyspnea 
and  muscular  spasms  occurred  two  minutes  later.  2.30  p.  m.  2  cc.  again  injected, 
followed  by  same  sjrmptoms.  2.45  p.  m.  Another  injection  of  2  cc  Few  small 
hemorrhages  noted  on  surface  of  liver.  3.00  p.  m.  Another  injection  of  2  cc. 
Hemorrhages  more  numerous;  also  appearing  on  wall  of  stomach.  When  liver 
is  stroked  with  handle  of  scalpel  a  line  is  marked  which  immediately  becomes 
dark  red  (as  if  hemorrhagic).  3.30  p.  m.  After  another  injection  of  2  cc, 
marked  respiratory  spasm  occurred  with  muscles  of  chest  rigid.  Artificial  respi- 
ration necessary.  Hemorrhages  increasing.  Stomach  greatly  distended.  4.00 
p.  m.  Another  injection  of  2  cc  5.00  p.  m.  Dog  died.  Stomach  enormously 
distended  with  gas.  Wall  very  hemorrhagic.  About  10  cc  of  unclotted  blood 
in  abdomen.  On  cutting  the  small  vessels  there  is  little  tendency  of  the  blood 
to  coagulate.  Several  subcapsular  hemorrhages  on  the  surface  of  the  liver 
were  noted,  varying  from  pin-head  to  4  or  5  mm.  in  size.  No  gross  increase  in 
liver  fat 

Experiment  2. — Dec  23,  11.30  a.  m.    Two  adult  rabbits  each  given  50  cc  of 

«Leathes,  J.  B.,  The  Fats,  London,  1910,  iii. 

^Doyon,  M.,  Modifications  de  la  coagulability  du  sang  cons^cutives  i  la 
destruction  du  foie.  Pathogenie  des  hemorragies  symptomatiques  des  affections 
du  foie.  Jour,  de  physiol  et  de  path,  gen,,  1905,  vii,  639. 

8  Whipple,  G.  H.,  and  Hurwitz,  S.  H.,  Fibrinogen  of  the  Blood  as  Influenced 
by  the  Liver  Necrosis  of  Chloroform  Poisoning, /(7Mr.£.!r/>er.Aftfd.,  191  i,xiii,  136. 

»  Graham,  E.  A.,  The  Pathogenesis  of  the  Hemorrhagic  Diseases  of  the  New- 
Born,  Jour.  Exper,  Med,,  1912,  xv,  326. 
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2  per  cent  hydrochloric  acid  by  stomach  tube.  Marked  dyspnea  followed.  The 
same  amounts  of  acid  were  again  given  on  Dec  26,  Jan.  4  Jan.  10,  and  Jan.  15. 

Jan.  16.    One  rabbit  was  found  dead  in  the  morning. 

Autopsy. — The  liver  was  large  and  yellowish,  with  very  distinct  lobular  mark- 
ings. Frozen  sections  stained  with  Sudan  III  showed  very  extensive  fat  accu- 
mulation, most  marked  around  the  central  veins.  Kidneys  were  swollen  and 
pale  brown.  Microscopically  they  showed  marked  parenchymatous  degenerative 
changes,  especially  marked  in  the  convoluted  tubules.    A  few  casts  were  evident. 

Jan.  16.  1.30  p.  m.  The  other  rabbit  was  given  the  same  amount  of  acid 
again.    Dead  at  4.30  p.  m. 

Autopsy. — The  liver  was  moderately  fatty.  The  stomach  and  duodenum 
were  markedly  hemorrhagic;  the  duodenum  was  empty  and  firmly  constricted 
throughout  its  whole  length.    The  kidneys  were  swollen  and  pale. 

Attempts  to  Recognise  Hydrochloric  Acid  in  the  Necrotic  Areas 

in  the  Liver. 

The  practical  identification  of  free  hydrochloric  acid  depends 
upon  the  recognition  of  ( i )  free  hydrogen  ions  and  (2)  free  chlorine 
ions.  It  is  obvious  then  that  efforts  aiming  at  the  direct  proof  of  the 
presence  of  hydrochloric  acid  in  the  tissues  are  necessarily  compli- 
cated by  the  fact  that  both  ions  are  always  present.  Therefore,  at 
best,  only  circumstantial  evidence  can  be  brought  to  show  the  pres- 
ence of  free  hydrochloric  acid.  However,  the  following  observa- 
tions were  made. 

It  is  possible  to  show  a  high  hydrogen  ion  content  in  the  central, 
necrotic  portions  of  the  liver  lobules  if  fresh  unstained  sections  are 
treated  with  indicators  which  do  not  change  when  placed  in  contact 
with  equally  fresh  normal  tissues  in  the  same  way.  In  this  work 
most  of  the  observations  were  made  with  neutral  red  and  pheny- 
lated  Nile  blue.  In  every  case  the  reaction  between  the  indicator 
and  tissue  was  much  more  marked  in  the  central  (necrotic)  portion 
than  at  the  periphery  of  the  lobule.  In  some  instances  the  tint 
assumed  by  the  neutral  red  was  a  deep  rose,  approximating  that 
which  is  obtained  with  a  concentration  of  acid  represented  by  H*  = 
10"^.  Often  the  central  portion  was  distinctly  red,  while  the  periph- 
ery was  slightly  yellowish.  The  Nile  blue  reactions  were  less  satis- 
factory than  those  obtained  with  neutral  red.  If  the  area  of  ne- 
crosis was  very  marked,  the  response  of  the  dye  to  the  free  hydrogen 
ion  was  shown  by  a  definite  blue  color ;  but  with  moderate  necrosis 
the  color  change  often  was  insufficient  to  be  satisfactory. 
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In  order  to  minimize  the  formation  of  asphyxial  organic  acids  during  the  time 
required  to  cut  the  sections  and  place  them  in  contact  with  the  indicators,  the 
following  method  was  used:  Guinea  pigs  to  which  chloroform  had  been  given 
two  days  previously  for  a  period  of  four  hours  were  again  anesthetized  with 
chloroform;  and  while  unconscious  the  livers  were  removed.  Sections  were  cut 
very  quickly  with  a  Valentine  knife,  washed  in  distilled  water,  and  immersed  in 
the  dye  on  a  slide.  The  whole  process  was  sometimes  done  in  less  than  one 
minute  and  always  in  less  than  two  minutes.  The  neutral  red  was  used  as  i 
per  cent  aqueous  solutions ;  alcoholic  phenylated  Nile  blue  was  used  in  different 
concentrations,  but  generally  of  i  or  2  per  cent  strength. 

In  their  work  on  the  survival  formation  of  lactic  acid  in  amphibian 
muscle,  Fletcher  and  Hopkins^^  have  demonstrated  that  sarcolactic 
acid  formation  in  frog  muscles  attains  its  maximum  only  after  the 
lapse  of  hours,  but  in  a  much  shorter  time  (thirty  minutes)  when 
the  muscles,  after  removal  from  the  frogs,  are  treated  with  chloro- 
form vapor.  In  harmony  with  what  is  generally  known  concern- 
ing the  action  of  narcotics  during  life  there  is  no  doubt  that  in  chloro- 
form poisoning  the  asphyxial  formation  of  lactic  acid  is  great 
The  question  has  therefore  to  be  met  whether  the  indicator  changes 
described  in  the  preceding  paragraph  are  actually  greater  than  might 
be  explained  by  the  presence  of  much  asphyxial  organic  acid.  This 
objection  to  interpreting  the  dye  reaction  as  indicative  of  the  pres- 
ence of  an  inorganic  acid  in  the  necrotic  areas  is  recognized  and  has 
not  been  removed.  In  fact  when  pieces  of  excised  normal  liver  are 
kept  for  six  to  seven  hours  at  37°  C.  in  order  to  insure  their  max- 
imal content  of  survival  acid,  such  tissues  react  to  neutral  red  with 
about  the  same  intensity  as  fresh  chloroform  livers.  It  is  clear 
from  this  that  the  cell  itself  has  the  power  to  produce  enough 
acid  during  life  to  effect  the  indicator  changes  described.  The  ex- 
periments are  merely  recorded  in  conjunction  with  other  observa- 
tions. 

For  the  determination  of  an  excess  of  chlorine  ion  in  the  necrotic  areas  sec- 
tions of  liver  were  cut  in  the  same  way  as  above  and  handled  in  general  accord- 
ing to  the  method  used  by  Macallum  and  Menten.^^  They  were  placed  in  N/io 
silver  nitrate,  containing  1.5  per  cent  nitric  acid,  and  kept  in  this  bath,  protected 
from  the  light,  for  from  twelve  to  twenty-four  hours.    They  were  then  mounted 

'®  Fletcher,  \V.  M.,  and  Hopkins,  F.  G.,  Lactic  Acid  in  Amphibian  Muscle, 
Jour.  Physiol.,  1906-07,  xxxv,  247. 

11  Macallum,  A.  B.,  and  Menten,  M.  L.,  On  the  Distribution  of  Chlorides  in 
Nerve  Cells  and  Fibres,  Proc.  Roy.  Soc,  Series  B,  1906,  Ixxvii,  165. 
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in  50  per  cent  glycerol  and  exposed  to  the  sunlight  until  the  maximum  effect  was 
produced.  The  most  pronounced  blackening  always  occurred  in  the  central 
necrotic  portions  of  the  lobules.  The  peripheries  of  the  lobules  were  light 
brown  instead  of  black.  In  control  sections  of  normal  livers  the  darkening 
amounted  to  only  a  brownish  discoloration  resembling  the  tint  of  the  periphery 
of  the  lobule  in  a  chloroform  liver.  This  discoloration  has  been  extensively 
discussed  by  Macallum  and  Menten,  who  consider  that  in  the  tissues  it  is  a  defi- 
nite indication  of  the  presence  of  chlorides. 

Although  an  excess  of  free  H"^  and  Or  ions  in  the  necrotic  areas 
of  the  liver  was  clearly  shown,  nevertheless  this  finding  alone  can- 
not be  interpreted  as  in  any  way  indicative  of  the  presence  of  free 
hydrochloric  acid.  The  possibility  of  other  sources  of  hydrogen 
ion  has  already  been  mentioned.  Recently  Fischer^  ^  has  shown 
that  protein  gels  (i.  e,,  fibrin)  retain  increased  amounts  of  chlorides 
under  the  influence  of  acid.  The  excess  of  CI"  ion  in  the  necrotic 
areas,  therefore,  may  represent  only  a  greater  accumulation  or  re- 
tention of  neutral  chlorides  instead  of  hydrochloric  acid. 

As  bearing  on  this  point,  however,  it  is  of  interest  that  the  ex- 
cretion of  neutral  inorganic  chlorides  in  the  urine  is  increased  after 
the  administration  of  chloroform,  as  has  been  shown  by  Zeller^^ 
and  Kast.^^  Since  hydrochloric  acid  formed  in  the  tissues  would 
doubtless  be  in  part  neutralized  by  metals  in  alkaline  combination, 
this  observation  harmonizes  with  the  present  theory.  Here  also  one 
must  consider  the  possibility  that  an  increased  output  of  chlorides  in 
the  urine  following  administrations  of  chloroform  may  be  due  not 
so  much  to  a  splitting  of  the  drug  as  to  anomalies  of  metabolism  and 
excretion  set  up  in  the  process  of  narcosis.  However,  after  the  ad- 
ministration of  iodoform  there  is,  according  to  Mulzer,^*^  an  excre- 
tion in  the  urine  of  inorganic  iodine  indicative  of  a  60  per  cent 
splitting  of  the  iodoform.  This  could  scarcely  come  from  the  tis- 
sues; and  by  analogy  it  would  seem  probable  that  the  increased 
chloride  excretion  following  chloroform  administrations  is  due  to 

"  Fischer,  M.  H.,  Relation  between  Chlorid  Retention,  Edema  and  "  Acidoss," 
Jour.  Am,  Med.  Assn.,  1915,  Ixiv,  325. 

''  Zeller,  A.,  Ueber  die  Schicksale  des  Jodoforms  und  Chloroforms  im  Organ- 
ismus,  Ztschr.  f.  physiol.  Chem.,  1883-84,  viii,  70. 

**Kast,  A.,  Ueber  Beziehungen  der  Chlorausscheidung  zum  Gesammtstoff- 
wechsel,  Ztschr.  f.  physiol.  Chetn.,  1888,  xii,  267. 

i^Mulzer,  P.,  Ueber  das  Verhalten  des  Jodoforms  im  Thierkorper,  Ztschr. 
f.  expcr.  Path.  u.  Therap.,  1905,  i,  446. 
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decomposition  of  this  drug.  Moreover,  after  narcosis  with  chloral 
hydrate  the  urinary  chlorides  show  no  such  increase  as  with  chloro- 
form. 

Necrosis-Producing  Power  of  Other  Chlorine  Substitution  Prod- 
ucts of  Methane, 

A  study  of  other  chlorine  substitution  products  of  methane  should 
be  of  interest  from  tlie  standpoints  of  determining  (i)  whether  they 
all  have  the  power  of  producing  central  liver  necrosis,  and  (2) 
whether  this  property  is  proportional  to  the  number  of  molecules  of 
hydrochloric  acid  which  could  theoretically  be  derived  from  them. 
If,  starting  with  methane,  we  should  outline  a  series  of  its  various 
chlorine  substitution  products,  we  might  expect,  according  to  the 
theory,  that  those  which  could  give  the  largest  amounts  of  hydro- 
chloric acid  in  their  breakdown  would  manifest  the  strongest  tend- 
ency to  produce  the  necrosis  and  other  changes.  Thus  a  priori  we 
might  expect  the  series  to  run  in  this  order : 

CH3CI  <  CH2CI2  <  CHCI3  <  CCI4, 

if  all  of  these  substances  were  equally  broken  down  in  the  body. 
Experiments  were  carried  out  to  determine  this  point.  The  last 
three  of  the  series  (vis.,  CHgClg,  CHCI3,  CCI4)  were  selected  as 
sufficient  to  test  the  tenability  of  this  hypothesis.  Reason  for  the 
assumption  that  tetrachlormethane  might  have  greater  necrosis-pro- 
ducing power  than  chloroform,  and  this  in  turn  than  dichlormethane 
lies  in  the  fact  that,  in  the  ultimate  breakdown  of  these  substances 
outside  of  the  body  in  the  presence  of  water,  four  molecules  of 
hydrochloric  acid  can  be  obtained  from  one  of  tetrachlormethane, 
three  from  chloroform,  and  two  from  dichlormethane.  Thus 
Goldschmidt^^  has  found  the  saponification  of  tetrachlormethane 
at  250°  C.  to  take  place  as  follows : 

ecu  +  H2O  ^  COCI2  +  2HCI 
GOCI2 -f  H2O  ^  CO2  +  2HCI 

i<»  Goldschmidt,  H.,  cited  by  Meyer,  V.,  and  Jacobson,  P.,  Lehrbuch  der  organi- 
schen  Chemie,  2d  edition,  Leipzig,  1907,  i,  pt  2,  23. 
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The  well  known  reactions  by  which  three  molecules  of  hydro- 
chloric acid  can  be  derived  from  chloroform,  by  simple  oxidation  in 
the  presence  of  water,  have  already  been  discussed  on  pages  49  and 
50.  Concerning  the  transformation  of  dichlormethane,  Andre^^  has 
shown  that  in  five  hours  at  180°  C.  73  per  cent  is  decomposed  as 
follows : 

2CH2CI2  +  2H2O  ^  3HCI  +  CH2O2  +  CH^Cl 

CH3CI  +  H2O  ^  HCl  +  CHsOH 

Thus  from  one  molecule  of  dichlormethane  two  molecules  of  hydro- 
chloric acid  may  be  formed. 

When  these  various  substances  were  administered  to  animals  by 
inhalation,  it  was  found  that  not  only  did  all  three  possess  the  power 
of  producing  central  necrosis  of  the  liver,  but  that  this  power  was 
shown  in  greatest  degree  by  tetrachlormethane,  notwithstanding  its 
higher  boiling  point,  and  least  by  dichlormethane,  the  most  volatile 
of  the  three.  In  all  respects  the  toxicity  of  tetrachlormethane  was 
greatest,  and  that  of  dichlormethane  least.  A  comparison  of  the 
minimum  fatal  doses  of  the  three  substances  when  given  intrave- 
nously to  rabbits  again  bore  out  the  same  relationship  as  by  the  in- 
halation method.  The  following  table  shows  the  minimum  fatal 
doses : 

Minimam  fatal  dotes  per  Minimum  fatal  dotes  expressed  in 

Substance.  kilo  of  rabbit.  gram-molecular  concentrations. 

ecu  0.053  gm.  0.000344 

CHQ,  0.085  gm-  0.00071 1 

CHaCla  0.147  gm.  0.00161 

The  quantities  injected  were  shaken  up  with  enough  water  to  make  one  cubic 

centimeter. 

In  other  words,  both  the  general  toxicity  of  these  substances  as 
well  as  their  power  to  produce  the  extensive  morphological  changes 
paralleled  the  amounts  of  hydrochloric  acid  which  they  can  give  in 
their  respective  breakdowns  outside  of  the  body.  The  toxicity  of 
tetrachlormethane  was  so  great  that  if  it  were  administered  by  in- 
halation for  two  hours  the  animal  almost  invariably  died  within 
twenty-four  hours.     At  autopsy  numerous  hemorrhages  were  pres- 

1^  Andre,  G.,  Action  de  Teau  et  de  Tammoniaque  sur  le  chlorure  de  methylene, 
Compt.  rend.  Acad.  d.  sc,  1886,  cii,  1474 
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ent  with  extensive  visceral  edema,  fatty  changes,  and  beginning  cen- 
tral liver  necrosis.  In  a  few  instances  the  abdomen  contained  a 
large  amount  of  free,  unclotted  blood.  It  was  only  by  giving  the 
tetrachloride  for  about  one  hour  or  less  that  an  animal  could  be 
expected  to  survive  long  enough  to  develop  a  well  marked  typical 
liver  necrosis.  As  has  been  said  above  concerning  chloroform,  the 
most  extensive  necrosis  is  seen  about  two  days  after  the  administra- 
tion of  tetrachlormethane.  A  two  hour  narcosis  with  dichlormeth- 
ane  is  usually  not  sufficient  to  induce  an  outspoken  necrosis  of  the 
liver.  A  comparison  of  the  narcotic  properties  showed  that  dichlor- 
methane  is  less  powerful  than  chloroform.  With  tetrachlormethane 
it  was  difficult  to  produce  a  quiet  narcosis  analogous  to  that  accom- 
panying the  use  of  chloroform.  More  or  less  severe  muscular 
spasms,  particularly  of  the  extremities,  occurred  intermittently. 
This  fact  has  already  been  noted  by  von  Ley.^® 

The  experiments  were  conducted  as  follows :  Each  of  a  series  of  three  guinea 
pigs  of  approximately  the  same  weight  was  placed  under  a  bell  jar,  opened  at 
the  top  to  admit  air.  Into  each  jar  was  dropped  enough  of  one  of  the  three 
substances  to  induce  narcosis,  which  was  then  carefully  maintained  at  as  nearly 
as  possible  the  same  depth  and  for  the  same  length  of  time.  Seven  sets  of 
animals  were  used;  and  the  duration  of  the  narcosis  was  varied  from  one  and 
one-half  to  four  hours.    A  typical  protocol  follows. 

Guinea  pigs  A,  B,  and  C,  weighing  respectively  550,  530,  and  505  gm.,  were 
each  put  under  a  bell  jar,  as  described  above.  To  A  was  given  dichlormethane ; 
to  B,  chloroform ;  and  to  C,  tetrachlormethane.  These  substances  were  admin- 
istered for  two  hours.  On  the  morning  of  the  second  day  C  was  moribund; 
then  all  three  were  killed  by  a  sudden,  overwhelming  dose  of  chloroform.  At 
autopsy  C  (tetrachlormethane)  showed  several  pulmonary  and  subperitoneal 
hemorrhages;  the  liver  was  large  and  fatty;  and  the  kidneys  were  swollen  and 
gray.  B  (chloroform)  showed  no  marked  gross  changes  except  a  large,  fatty 
liver.  A  (dichlormethane)  had  a  moderate  accumulation  of  fat  in  its  liver; 
but  otherwise  there  were  no  gross  changes  of  importance.  Microscopically  the 
liver  of  C  (tetrachlormethane)  showed  definite  areas  of  necrosis  which  involved 
nearly  the  whole  of  the  lobule  in  each  case,  but  which  nevertheless  had  appar- 
ently begun  at  the  central  portion  of  the  lobule.  This  necrotic  area  of  each 
lobule  contained  cells  with  fragmented  nuclei;  and  there  was  a  tendency  for 
the  whole  area  to  stain  intensely  with  eosin.  There  were  no  parench3rmatous 
cells  evident  which  contained  normal-looking  nuclei  except  at  the  periphery  of 
the  lobule.  There  was  a  large  amount  of  infiltrated  fat,  as  shown  both  by  stain- 
ing with  Sudan  III  and  by  the  presence  of  many  fat  vacuoles  in  sections  pre- 
pared and  stained  in  the  ordinary  way  with  hematoxylin  and  eosin.    The  cells 

^^  von  Ley,  Inaugural  Dissertation,  Strassburg,  1889. 
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of  the  kidney  were  swollen  and  granular,  and  fat  vacuoles  could  be  made  out 
here  and  there.  Guinea  pig  B  (chloroform)  microscopically  showed  changes 
which  diflfered  from  those  of  C  only  in  degree.  The  liver  contained  areas  of 
well  marked  central  necrosis,  which,  however,  involved  only  about  one-fourth 
to  one-third  of  the  lobule.  A  (dichlormethane)  showed  no  definite  areas  of 
liver  necrosis  at  all  comparable  to  the  other  guinea  pigs.  But  about  the  central 
veins  there  were  occasional  necrotic  cells  and  a  conspicuous  accumulation  of  fat. 
The  typical  necrosis,  however,  such  as  is  seen  after  chloroform,  was  obtained 
with  dichlormethane  when  it  was  administered  to  a  guinea  pig  for  from  four  to 
six  hours. 

The  Inhibiting  Effect  of  Alkali, 

If  the  theory  is  correct  that  chloroform  liver  necrosis  is  an  effect 
chiefly  of  acid,  then  it  might  be  expected  that  the  administration  of 
an  alkali  simultaneously  with  the  chloroform  would  inhibit,  if  not 
actually  prevent,  its  occurrence.  Such  was  found  to  be  the  case. 
When  sodium  carbonate  was  given  intravenously  in  a  proper  con- 
centration in  a  hypertonic  solution  of  sodium  chloride,  the  liver 
necrosis  was  either  entirely  prevented  or  greatly  inhibited.  It  was  of 
course  difficult  to  know  in  any  given  case  how  much  alkali  to  ad- 
minister, as  it  was  not  possible  to  estimate  how  much  acid  was 
being  formed.  Moreover,  it  was  obviously  desirable  to  avoid  an 
excess  of  alkali,  since  this  in  turn  will  give  rise  to  some  of  the 
serious  effects  of  an  excess  of  acid,  such  as  swelling  of  protein  col- 
loids, etc.,  as  shown  by  Fischer.^®  The  amount  of  alkali  given  in 
each  experiment  was  therefore  decided  empirically;  and  conse- 
quently the  degree  of  inhibition  of  the  necrosis  was  subject  to  wide 
variations  in  the  different  experiments.  In  only  one  instance,  how- 
ever, and  that  in  the  first  experiment,  was  there  a  failure  to  observe  a 
definite  diminution  of  necrosis  when  alkali  in  hypertonic  sodium 
chloride  solution  was  administered.  In  this  one  instance  the  dose 
of  alkali  was  excessive  (17  grams  of  NaaCOg-ioHgO  in  1,700  cubic 
centimeters  of  1.4  per  cent  sodium  chloride  solution  to  a  dog  weigh- 
ing twenty-one  kilos,  intravenously).  Because  of  the  onset,  on  the 
following  day,  of  extreme  thirst  and  a  severe  hemorrhagic  nephritis, 
with  passing  of  urine  thick  with  blood,  it  was  felt  that  clearly  an 
overdose  of  the  solution  had  been  given.  In  all  of  six  subsequent 
experiments,  in  which  a  much  smaller  dose  was  given,  there  was  less 

i»  Fischer,  M.  H.,  Oedema,  a  Study  of  the  Physiology  and  the  Pathology  of 
Water  Absorption  by  the  Living  Organism,  New  York,  1910. 
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necrosis  than  in  the  control  animals  which  did  not  receive  alkali. 
In  one  case  no  necrosis  at  all  occurred.  Another  interesting  fact 
was  that  in  all  of  these  six  experiments  the  alkaU  animals  seemed 
less  toxic,  and  at  autopsy  other  changes  characteristic  of  chloroform 
poisoning,  as  well  as  the  liver  necrosis,  were  less  conspicuous  than 
in  the  control  animals.  This  beneficial  effect  of  the  alkali  was  partic- 
ularly striking  in  the  kidneys.  In  the  control  animals,  which  re- 
ceived no  alkali,  these  organs  were  always  enormously  swollen  and 
weighed  much  more  than  those  of  the  alkali  animals.  The  effect  of 
the  alkaline  hypertonic  salt.solution  in  inhibiting  the  swelling  of  these 
organs,  tends  to  support  Fischer's  views  on  the  nature  and  origin  of 
edema.  In  only  three  of  the  experiments  was  the  amount  of  visible 
fat  in  the  alkali  livers  conspicuously  less  than  in  the  controls.  In 
none  of  the  experiments  was  there  noted  any  particular  influence  of 
the  alkali  either  in  strengthening  or  weakening  the  narcotic  power 
of  chloroform. 

The  alkaline  solution  used  was  that  employed  by  Fischer  in  his  work  on 
edema;  vis.,  distilled  water  i,ooo  cubic  centimeters;  NajCO»ioH,0,  lo  grams; 
sodium  chloride,  14  grams.  The  method  of  conducting  the  experiments  was  as 
follows:  The  animals  were  always  run  in  pairs;  and  the  duration  of  the  anes- 
thesia was  the  same  for  both  animals,  as  was  also  the  depth  of  the  narcosis,  as 
nearly  as  could  be  determined.  To  one  animal  was  given  the  alkaline  solution 
and  to  the  other  was  given  the  same  quantity  of  a  0.85  per  cent  sodium  chloride 
solution.  Two  sets  of  guinea  pigs  and  four  pairs  of  dogs  were  used,  in  all 
twelve  animals,  exclusive  of  the  first  pair  already  mentioned,  in  which  clearly 
an  excessive  dose  of  alkali  was  given.  The  solutions  were  always  injected  into 
the  blood  stream.  With  the  guinea  pigs  the  injections  were  made  by  means  of 
a  syringe  into  the  heart;  but  with  the  dogs,  they  were  given  by  means  of  a 
cannula  into  either  the  saphenous  or  femoral  vein.  The  solutions  were  alwajrs 
warmed  to  body  temperature  previous  to  being  injected;  and  the  amounts  were 
varied  in  different  experiments.  In  general,  the  injections  were  made  shortly 
after  the  animals  had  lost  consciousness,  and  they  were  given  slowly.  Two 
days  after  the  administration  of  the  chloroform  the  animals  were  killed  with 
chloroform  and  examined.  Pieces  of  the  various  tissues  were  fixed  in  Zenker's 
fluid  and  10  per  cent  formalin  and  were  stained  both  with  hematoxylin  and 
eosin  and  with  Sudan  III  for  fat    Typical  protocols  follow. 

Experiment  j.— Two  adult  dogs.  A  weighed  4.5  kilos ;  B,  5  kilos.  Both  dogs 
were  given  chloroform  by  inhalation  for  four  and  one-half  hours.  The  chloro- 
form used  was  Mallinckrodt's,  "  Purified  for  Anesthesia."  As  soon  as  both 
dogs  had  lost  consciousness  cannulas  were  inserted  into  the  saphenous  vein; 
and  into  A  were  injected  150  cc.  of  the  alkaline  solution  already  described,  and 
into  B,  150  cc.  of  0.85  per  cent  sodium  chloride  solution.    Both  solutions  were 
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injected  slowly  over  a  space  of  one  hour.  Both  dogs  were  still  in  a  condition 
of  deep  narcosis  when  they  were  returned  to  their  cages  at  the  close  of  the 
experiment  On  the  next  day  Dog  A  (alkali)  was  lively  and  playful ;  but  Dog 
B  (control)  was  exceedingly  drowsy  and  difficult  to  arouse.  Water  and  meat 
were  allowed  freely.  On  the  second  day  after  the  experiment  both  dogs  were 
killed  with  chloroform  and  examined.  The  difference  between  the  two  dogs 
was  very  striking.  Dog  B  (the  control)  had  a  very  fatty,  yellowish  liver. 
There  was  a  large  subperitoneal  hemorrhage  on  the  liver;  and  there  were 
numerous  ecchymoses  on  the  parietal  peritoneum.  The  kidneys  were  swollen 
and  gray  in  appearance;  and  together  they  weighed  68  gm.  Dog  A  (alkali),  on 
the  contrary,  showed  no  hemorrhages.  There  was  little,  if  any,  less  fat  in  its 
liver  than  in  B's,  but  the  kidneys  were  practically  normal  in  appearance  and 
weighed  only  43  gm.  This  marked  difference  in  weight  between  the  kidneys  of 
the  two  animals  is  particularly  striking  since  the  weight  of  the  dogs  before  the 
experiment  was  practically  the  same.  Of  still  greater  interest,  however,  is  the 
difference  in  the  microscopical  findings  in  the  two  animals.  The  liver  of  B 
(control)  shows  areas  of  necrosis  so  extensive  that  practically  the  entire  lobule 
is  involved.  There  is  little  more  than  a  fringe  of  cells  about  the  periphery 
which  have  not  lost  their  nuclei.  The  necrotic  areas  stain  deeply  with  eosin; 
and  the  only  nuclei  that  can  be  distinguished  are  those  of  the  capillaries  and  not 
of  the  parenchymatous  cells.  There  are  numerous  fat  vacuoles,  especially  in 
the  peripheral  portions  of  the  lobules.  The  liver  of  A  (alkali),  however,  shows 
practically  no  necrosis.  Only  an  occasional  necrotic  cell  about  the  central  veins 
is  evident  The  columns  of  cells  stand  out  plainly,  and  their  nuclei  appear  to  be 
unchanged.  There  is  a  moderate  amount  of  fat  accumulation  about  the  central 
veins.  These  diflferences  are  well  shown  in  the  accompanying  illustrations 
(Figs.  I  to  4).  The  kidneys  show  also  rather  a  marked  difference,  as  might 
be  expected  from  the  striking  diflference  in  weight  The  epithelium  of  the  con- 
voluted tubules  in  B's  (control)  kidney  is  swollen  and  granular,  and  it  contains 
numerous  fat  vacuoles.  There  are  occasional  casts.  A's  (alkali)  kidneys  show 
no  striking  changes.  The  changes  in  the  other  organs  were  relatively  slight  in 
both  dogs. 

Experiment  4. — ^June  3,  1914.  Two  adult  dogs:  A,  weighing  2.7  kilos;  B, 
2.5  kilos.  Both  dogs  were  given  chloroform  by  inhalation  for  four  and  one-half 
hours.  As  soon  as  consciousness  was  lost  A  was  given  80  cc.  of  the  alkaline 
solution  into  the  saphenous  vein;  and  B  was  given  the  same  amount  of  0.85 
soditmi  chloride  solution.  Two  days  later  both  dogs  were  killed  with  chloro- 
form and  examined.  Both  livers  were  very  fatty,  but  microscopically  B  (con- 
trol) showed  much  more  necrosis  than  A.  The  pictures  were  very  similar  to 
those  described  in  the  previous  experiment  The  kidneys  here  again  showed  a 
striking  difference.  Those  of  B  (control)  weighed  35  gm.,  and  those  of  A 
(alkali)  only  26  gm.,  although  A  was  the  larger  dog. 

In  the  two  experiments  on  guinea  pigs  the  method  consisted  of  putting  two 
guinea  pigs  of  approximately  the  same  weight  under  a  large  bell  jar  and  dropping 
chloroform  into  it  through  an  opening  at  the  top.  In  this  way  it  was  assured 
that  both  guinea  pigs  were  breathing  air  with  the  same  concentration  of  chloro- 
form. After  losing  consciousness  the  alkaline  solution  was  injected  into  the 
heart  of  one  of  the  guinea  pigs ;  and  the  other  guinea  pig  was  given  0.85  per  cent 
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sodium  chloride  solution  in  the  same  way.    Both  were  then  returned  to  the  bell 
jar,  and  the  anesthesia  was  continued. 

Production  of  Typical  Chloroform  Liver  by  Iodoform  and 

Bromoform, 

Iodoform  (CHI3)  and  bromoform  (CHBrg)  are  so  similar  to 
chloroform  (CHCI3)  in  chemical  structure  as  to  suggest  that  they 
might  have  a  similar  power  to  produce  the  characteristic  morpholog- 
ical changes  of  chloroform  poisoning.  Here,  however,  we  should  of 
course  be  dealing  with  an  effect  of  hydriodic  acid  and  hydrobromic 
acid,  respectively,  instead  of  hydrochloric  acid.  As  a  matter  of  fact, 
not  only  do  both  of  these  substances  induce  lesions  which  are  in  every 
way  identical  with  chloroform  effects,  but  it  is  also  possible  to 
obtain  some  evidence  that  in  each  case  the  respective  halogen  acid 
is  produced  in  the  body.  It  has  been  known  for  some  time  that  the 
administration  of  iodoform  in  large  quantities  is  frequently  followed 
by  visceral  fatty  changes  and  multiple  hemorrhages.^^  In  our  ex- 
periments we  found,  in  addition  to  these  changes,  a  definite  central 
liver  necrosis  in  every  way  comparable  to  that  produced  by  chloro- 
form. Bromoform  was  found  to  produce  identical  changes.  Evi- 
dence that  here  also  we  were  dealing  with  an  effect  of  acid  was  ob- 
tained by  finding  that  the  necrotic  areas  in  the  liver  reacted  to  neu- 
tral red  in  the  same  manner  as  has  been  described  already  for  chloro- 
form. Attempts  to  identify  iodine  ions  in  these  necrotic  lesions 
failed,  but  iodine  was  found  in  large  quantities  in  the  urine.  It  is 
not  altogether  surprising  that  we  failed  to  find  it  in  the  tissues,  since 
it  doubtless  occurs  in  small  quantities  at  most;  and,  furthermore, 
because  of  its  tendency  to  combine  with  fats  and  protein,  probably 
nearly  all  of  the  iodine  would  be  present  in  an  organic,  and  hence 
non-ionic,  form.  The  methods  used  for  its  identification  will  be 
described  below.  They  were  based  on  the  standard  means  of  identi- 
fication of  inorganic  iodine  by  use  of  dilute  sulphuric  acid,  sodium 
nitrite,  and  starch  paste. 

It  is  especially  interesting  that  inorganic  iodides  may  be  found  in 
large  quantities  in  the  urine  after  the  administration  of  iodoform; 

20  Cushny,  A.  R.,  A  Textbook  of  Pharmacology  and  Therapeutics,  3d  edi- 
tion, Philadelphia,  1903,  522.  Meyer,  H.  H.,  and  Gottlieb,  R.,  Pharmacology, 
Clinical  and  Experimental,  translated  by  Halsey,  J.  T.,  Philadelphia,  1914.  519. 
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for  this  necessarily  implies  the  previous  formation  of  hydriodic  acid, 
at  least  somewhere  in  the  body.  The  finding  of  iodides  is  an  old 
observation.  Thus  Binz^^  in  1877  attributed  the  toxic  action  of 
iodoform  to  iodine,  because  of  the  presence  of  inorganic  iodine  in 
the  urine.  Hogyes,^  Hamack  and  Griindler,^^  and  Mulzer^^  have 
all  concurred  in  this  observation.  Mulzer's  study  is  especially  inter- 
esting. He  states  that  most  of  the  urinary  iodine  is  inorganic,  in 
the  form  of  alkali  iodides  and  iodates.  Of  these,  the  iodides  always 
appear  first.  Only  about  60  per  cent  of  the  calculated  iodine  can  be 
found  in  the  urine.  The  rest  is  eliminated  into  the  sweat,  hair,  and 
intestines.  Diflferent  structures  of  the  body  vary  in  their  power  to 
transform  iodoform  into  inorganic  iodine  compounds.  Muscle  and 
liver  hash  seem  to  be  the  most  powerful;  and  the  muscle  hash  is  a 
little  more  powerful  than  the  liver.  These  findings  are  all  in  har- 
mony with  the  idea  which  is  being  developed  in  this  article;  vis.,  that 
the  decomposition  of  this  group  of  drugs  in  the  body  is  associated 
with  the  formation  of  the  respective  halogen  acid,  in  this  case  hydri- 
odic acid.  Furthermore,  if  we  regard  this  decomposition  as  essen- 
tially dissociation  in  the  presence  of  water,  as  we  did  in  the  case  of 
chloroform,  then  we  are  not  surprised  that  it  occurs  in  greatest  quan- 
tity in  the  liver  and  muscle  tissue  where  metaboHc  activity  is  greatest. 
The  apparent  discrepancy  between  Mulzer's  and  our  own  results,  in 
that  he  found  inorganic  iodine  in  the  liver  where  we  failed  to  find 
it,  is  easily  explained  by  the  fact  that  he  subjected  relatively  enor- 
mous quantities  of  iodoform  to  the  action  of  the  tissue  hash 
and  so  obtained  a  recognizable  amount  of  inorganic  iodine  which 
was  not  bound  to  protein.  Even  then  his  yields  of  iodine  were 
small. 

In  our  experiments  with  bromoform  no  attempt  was  made  to  find 
bromine  ions.     After  demonstrating  the  identity  of  the  morpholog- 

2*  Binz,  C,  Ueber  Jodoform  und  iiber  Jodsiure,  Arch,  f.  exper,  Pa'h,  m. 
PharmakoL,  1878,  viii,  309. 

22  Hogyes  E.,  Anmerkungen  iiber  die  physiologische  Wirkung  des  Jodoforms 
tmd  ubcr  seine  Umwandlung  im  Organismus,  Arch.  f.  exper.  Path.  u.  PharmakoL, 
1879,  X,  228. 

"Hamack,  E.,  and  Grundler,  J.,  Ueber  die  Form  der  Jodausscheidung  im 
Ham  nach  der  Anwendung  von  Jodoform,  Berl.  klin.  Wchnschr.,  1883,  xx,  723. 

2*  Mulzer,  he.  cit. 
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ical  findings  obtained  with  chloroform,  iodoform,  and  bromoform, 
and  recognizing  that  chloroform  and  iodoform  may  form  in  the  body 
hydrochloric  acid  and  hydriodic  acid,  respectively,  the  parallelism 
with  bromoform  was  so  close  that  this  detail  was  omitted  as  unessen- 
tial.    Typical  protocols  follow. 

Experiment  5.--Adult  dog,  weighing  2.7  kilos.  Injected  daily  subcutaneously 
with  2  gm.  of  iodoform  (Merck),  stirred  up  in  10  cc  of  paraffin  oil,  for  three 
days.  On  the  third  day  when  the  injections  were  stopped,  there  was  a  strong 
reaction  for  inorganic  iodine  in  the  urine,  as  determined  with  starch  paste.  The 
dog  had  lost  its  appetite  and  had  begun  to  look  emaciated.  On  the  sixth  day 
(three  days  after  stopping  the  injections)  it  was  unable  to  stand,  but,  at  intervals, 
while  lying  down,  it  would  moan  and  howl  feebly;  and  simultaneously  there 
would  occur  frequent  twitchings  and  cramp-like  motions  of  the  legs.  At  no 
time  did  the  animal  seem  conscious  of  its  surroundings.  It  refused  meat  and 
water ;  and  between  these  times  of  activity  it  was  drowsy  and  somewhat  difficult 
to  arouse.  The  strong  reaction  for  iodine  in  the  urine  had  persisted.  The  dog 
was  killed  with  ether,  but  before  death  occurred  a  portion  of  the  liver  was 
removed  and  examined  for  free  H*  ions  in  the  manner  already  described  in  con- 
nection with  chloroform.  The  reactions  to  the  indicators  were  less  intense  than 
with  chloroform.  Other  liver  sections  were  then  treated  for  various  periods 
for  from  one  to  thirty  minutes  with  a  little  dilute  sulphuric  acid  and  sodium 
nitrite,  later  removed  from  this  bath,  and  placed  on  slides.  To  the  sections  on 
the  slide  thin  starch  paste  was  added,  and  they  were  then  examined  to  see  if 
the  necrotic  portions  of  the  lobules  became  blue.  No  reaction  for  iodine  was 
obtained  in  this  way.  Then  after  merely  removing  enough  of  the  liver  for 
proper  histological  examination,  the  remainder  was  ground  in  a  meat  grinder 
and  treated  with  sulphuric  acid  of  about  M/s  strength,  and  a  little  sodium  nitrite. 
The  fluid  was  then  poured  off  and  treated  with  starch  paste.  No  reaction 
occurred.  The  anatomical  ch?inges  noted  in  the  dog  corresponded  in  every  way 
to  those  so  characteristic  of  chloroform  poisoning.  There  was  a  number  of 
ecchymoses  on  the  parietal  peritoneum  and  pleura.  The  liver  was  large,  very 
fatty,  and  slightly  yellowish.  It  contained  a  small  subcapsular  hemorrhage  on 
its  upper  aspect  The  kidneys  were  large  and  swollen,  and  the  site  of  marked 
cloudy  swelling.  Microscopically  the  changes  again  were  identical  with  those 
which  follow  chloroform.  The  liver  contained  areas  of  central  necrosis  involv- 
ing about  one-fourth  of  the  lobule.  There  was  much  fat  accumulation  in  the 
cells  that  were  not  destroyed.  The  kidneys  showed  numerous  casts;  and  the 
tubular  epithelium  was  swollen  and  granular. 

Experiment  d.— Guinea  pig,  weighing  560  gm.  Given  daily  for  three  days 
subcutaneous  injections  of  0.2  gm.  iodoform  (Merck)  in  paraffin  oil.  On  the 
fourth  day  the  guinea  pig  was  killed  and  examined.  The  anatomical  changes 
were  essentially  the  same  as  those  described  in  the  preceding  experiment,  but 
not  developed  to  quite  so  great  a  degree. 

Bromoform  was  found  to  be  much  more  toxic  than  chloroform ;  so  it  was  im- 
possible to  administer  it  for  two  hours  to  an  animal  and  have  any  assurance  that 
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it  would  live  for  forty-eight  hours  afterwards,  and  thus  give  time  for  the  maxi- 
mum development  of  the  anatomical  lesions.  It  was  given  by  inhalation.  In 
all,  eight  animals  were  used.    A  typical  protocol  is  given. 

Experiment  7, — A  guinea  pig  weighing  672  gm.  was  placed  under  a  bell  jar 
and  anesthetized  by  dropping  bromoform  through  the  opened  top.  It  was  kept 
in  a  state  of  deep  narcosis  for  forty-five  minutes  and  then  returned  to  its  cage 
and  allowed  to  eat  carrots.  It  remained  lying  on  its  side  for  nearly  an  hour 
after  returning  to  its  cage.  Two  days  later  it  was  killed  by  a  blow  on  the  head 
and  examined.  There  were  several  small  hemorrhages  in  the  lungs.  The  liver 
was  very  fatty;  and  the  kidneys  were  large  and  grayish.  Microscopically  the 
picture  in  the  liver  could  not  be  distinguished  from  that  of  a  case  of  chloroform 
poisoning:.  Around  the  central  veins  were  small  areas  of  necrotic  cells  without 
nuclei,  constituting  perhaps  one-sixth  or  one-seventh  of  the  lobule.  There  was 
a  large  amount  of  fat  accumulation.  Everywhere  the  changes  were  most  con- 
spicuous in  the  central  portions  of  the  lobules. 

Lxvcr  Necrosis,  Etc.,  as  an  Effect  Common  to  Aliphatic  Alkyl 

Halides, 

The  readiness  with  which  central  liver  necrosis,  fatty  changes, 
hemorrhages,  edema,  etc.,  could  be  produced  by  methyl  halogen  com- 
pounds other  than  chloroform,  immediately  suggested  the  probabil- 
ity that  ethyl  and  ethylene  halides  would  react  in  the  same  way. 
Support  for  this  idea  was  furnished  also  by  the  fact  that  these  sub- 
stances, like  the  methyl  compounds,  readily  yield  halogen  acids  out- 
side the  body.  Niederist^^  has  shown  that  at  100^  C.  ethyl  iodide 
and  water  after  fifteen  hours  yielded  98  per  cent  of  calculated  hy- 
driodic  acid,  and  that  ethyl  bromide  after  eighteen  hours  gave  94 
per  cent  of  calculated  hydrobromic  acid.  Ethylene  bromide  after 
heating  with  water  for  fifty-two  hours  at  140°  to  150°  C.  yielded 
96  per  cent  of  the  theoretical  hydrobromic  acid. 

CHjBr      H2O      CH2OH 
I  +  ^1  +2HBr 

CHgBr      H2O      CH2OH 

Butlerow^®  had  previously  found  that,  after  heating  ethyl  chloride 
to  100®  C.  in  a  sealed  tube  for  ninety-two  hours,  much  hydrochloric 
acid  and  alcohol  were  present. 

The  following  halogen  substitution  products  of  ethane  have  been 

"Niedcrist,  G.,  Ueber  die  Einwirkung  von  Wasser  auf  die  Haloidverbin- 
dungen  der  Alkoholradicale,  Ann.  d.  Chem.,  1877,  clxxxvi,  388. 
*•  Butlerow,  cited  by  Niederist,  loc.  cit. 
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tried  in  this  work:  ethyl  chloride,  ethyl  bromide,  ethyl  iodide,  and 
ethylene  bromide.  Not  only  do  all  these  substances  produce  morph- 
ological changes  indistinguishable  from  those  following  chloroform, 
but  also  it  is  possible  to  obtain  evidence  that  the  respective  halogen 
acid  is  liberated  in  each  case.  This  evidence  is  found  in  the  fact 
that  the  neutral  salts  of  the  respective  halogen  acids  have  been  found 
in  the  urine  after  the  administration  of  ethyl  bromide  and  iodide. 
That  an  acid  effect  is  again  concerned  is  shown  by  the  fact  that  when 
sections  of  the  liver  are  treated  with  neutral  red,  according  to  the 
method  already  given,  the  necrotic  portions  show  a  high  hydrogen 
ion  content.  Although  apparently  no  measurements  have  been  made 
of  neutral  chlorides  in  the  urine  after  the  administration  of  ethyl 
chloride,  an  increase  might  nevertheless  be  expected  by  analogy  with 
the  findings  after  the  use  of  ethyl  bromide  and  iodide.  Dreser^ 
found  inorganic  bromine  in  the  urine,  both  of  man  and  experimental 
animals,  after  inhalations  of  ethyl  bromide.  Inorganic  iodine  has 
been  found  in  the  liver  of  a  guinea  pig  after  the  use  of  ethyl  iodide 
by  Loeb.^®  The  essential  morphological  changes  under  discussion 
in  this  article  have  been  observed  by  previous  workers  to  follow  the 
use  of  ethyl  chloride  and  ethyl  bromide.  These  have  been  rather 
extensively  studied  by  Haslebacher,^®  who  also  found  that  the  urine 
became  strongly  acid  and  then  contained  large  amounts  of  casts  and 
albumen,  an  observation  which,  in  the  case  of  ethyl  bromide,  had 
previously  been  made  by  Regli.^^ 

In  our  experiments  it  was  found  that  when  given  by  inhalation  the 
relative  power  of  producing  the  morphological  changes  as  well  as 
the  general  toxicity  of  these  substances  was  greatest  in  the  case  of  the 
iodide  and  least  with  the  chloride.  The  most  toxic  of  all  was  ethyl- 
ene bromide.  This  was  so  toxic  that  a  narcosis  of  fifteen  minutes' 
duration  or  longer  was  invariably  followed  within  forty-eight  hours 
by  death.  In  each  instance  Kahlbaum's  preparations  were  used. 
Typical  protocols  follow. 

27Dreser,  H.,  Zur  Pharmakologie  des  Bromiithyls,  Arch.  /.  exper.  Path.  u. 
Pharmakol,  1895,  xxxvi,  285. 

28  Loeb,  O.,  Die  Jodverteilung  nach  Einfuhr  verschiedener  Jodverbindungen, 
Arch.  f.  exper.  Path.  u.  Pharmakol,  1906,  Ivi,  320. 

2»  Haslebacher,  A.,  Experimentelle  Beobachtungen  iiber  die  Nachwirkungen 
bei  der  Bromaethyl-  und  Chloraethylnarkose,  Inaugural  Dissertation,  Bern,  1901. 

8°  Regli,  cited  by  Haslebacher,  loc,  cit. 
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Ethyl  Bromide. — ^Adult  guinea  pig  given  ethyl  bromide  by  inhalation  for 
eighty  minutes.  Found  dead  about  thirty  hours  after  the  administration.  At 
autopsy  the  liver  was  fatty,  and  microscopically  contained  definite  areas  of  cen- 
tral necrosis.  There  were  extensive  hemorrhages  in  the  lungs.  The  kidneys 
were  swollen  and  pale. 

Ethyl  Iodide. — Experiment  performed  as  above,  except  that  inhalation  of 
ethyl  iodide  was  continued  for  only  forty-five  minutes.  The  guinea  pig  was 
found  dead  twenty  hours  later.  The  liver  was  fatty,  and  microscopically  there 
were  areas  of  beginning  central  lobular  necrosis.  The  kidneys  were  pale  and 
apparently  edematous.    There  were  large  hemorrhages  in  the  lungs. 

Ethyl  Chloride. — After  an  inhalation  of  ethyl  chloride  for  two  hours,  the 
guinea  pig  was  killed  two  days  later.  It  showed  a  moderately  fatty  liver  with 
beginning  central  necrosis  evident  microscopically.  There  were  no  large  hemor- 
rhages in  the  lungs,  and  the  kidneys  were  less  pale  and  swollen. 

Ethylene  Bromide. — An  adult  guinea  pig  was  given  ethylene  bromide  by  inha- 
lation for  twenty  minutes.  It  was  found  dead  forty  hours  later.  Autopsy 
showed  2  or  3  cc  of  a  slightly  blood  stained  fluid  in  the  abdominal  cavity.  The 
liver  was  large  and  very  fatty  and  showed  beginning  central  necrosis.  The  kid- 
nejrs  were  large  and  pale  and  the  lungs  had  several  large  hemorrhages. 

Lesions  Produced  by  Chloral  Hydrate  Are  Relatively  Insignificant. 

If  the  general  theory  is  correct  that  the  severe  morphological 
changes  induced  by  chloroform  are  due  largely  to  hydrochloric 
acid  liberated  by  its  chemical  dissociation  in  the  tissues  rather 
than  merely  to  the  fact  that  it  contains  three  chlorine  atoms, 
then  we  should  expect  that  another  narcotic  substance,  which  would 
not  yield  hydrochloric  acid  in  the  body  although  it  contained  the 
same  nimiber  of  chlorine  atoms,  would  not  produce  these  changes. 
Chloral  hydrate  is  a  suitable  substance  with  which  to  investigate  this 
point,  because  it  is  eliminated  almost  completely  as  urochloralic  (tri- 
chlorethylglucuronic)  acid,  and  therefore  is  not  capable  of  yielding 
appreciable  amounts  of  hydrochloric  acid.  Only  a  very  small  por- 
tion of  it  is  decomposed,  with  a  resulting  increase  in  urinary  chlo- 
rides.*^ Experiments  showed  that  guinea  pigs,  which  had  been  pro- 
foundly narcotized  with  chloral  hydrate  for  from  fifteen  to  twenty 
hours,  failed  to  show  any  liver  necrosis,  hemorrhages,  or  extensive 
edema.  Only  a  very  slight  accumulation  of  fat  occurred  in  the  liver. 
This  was  demonstrable  usually  only  by  microscopic  examination  of 
sections  stained  for  fat.  Whipple^^  has  stated  that  he  also  failed 
to  produce  liver  necrosis  with  this  agent. 

'1  Meyer  and  Gottlieb,  loc.  cit.,  p.  89. 
"  Personal  communication. 
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These  results  seem  to  afiford  striking  confirmation  of  the  idea  that 
the  essential  factor  in  the  production  of  these  severe  lesions  by  alkyl 
halides  is  the  halogen  acid  formed  by  decomposition  rather  than 
merely  the  halogen  content  of  the  molecule.  A  representative  pro- 
tocol follows. 

Dec  19.  Three  adult  guinea  pigs  were  used:  A,  weighing  615  gm.;  B,  665 
gm. ;  and  C,  485  gm.  At  12.30  each  was  given  subcutaneously  0.2  gm.  of  chloral 
hydrate  dissolved  in  2  cc.  of  water.  Fifteen  minutes  later  Guinea  Pigs  A  and  B 
were  lying  on  their  sides,  but  still  responsive  to  stimulation.  At  3.00  p.  m.  there 
had  still  been  no  deep  narcosis.  Each  guinea  pig  therefore  was  given  0.3  gm. 
At  4.30  each  was  given  another  injection  of  o.i  gm.  At  4.45  all  three  guinea  pigs 
were  in  deep  narcosis. 

Dec  20,  11.30  a.  m.  Each  guinea  pig  was  injected  with  0.4  gm.  An  hour 
later  all  were  in  deep  narcosis  and  were  still  so  at  4.30  p.  m. 

Dec  21.  Guinea  Pig  B  was  found  dead  in  the  morning.  Autopsy  showed 
reddish  purple  liver  with  no  appreciable  fat  accumulation  and  no  noteworthy 
changes  elsewhere.  Microscopically  there  was  found  no  appreciable  accumula- 
tion of  fat  in  the  liver,  no  necrosis,  and  no  marked  changes  in  any  of  the  vis- 
cera. At  11.30  a.  m.  Guinea  Pigs  A  and  C  were  given  0.5  gm.  of  chloral  hydrate 
as  before.  At  noon  both  animals  were  in  deep  narcosis.  At  9.00  p.  m.  C  died ; 
A  was  still  in  profound  narcosis.  Autopsy  on  C  showed  slight  fatty  liver,  but 
no  hemorrhages  or  marked  edema  anywhere.  Microscopically  there  was  no 
necrosis  in  the  liver. 

Dec  22.  Guinea  Pig  A  was  found  dead  at  7.00  a.  m.  Aside  from  moderate 
postmortem  decomposition  there  were  no  striking  changes.  Sections  of  the  liver 
showed  no  central  necrosis. 

GENERAL  DISCUSSION. 

It  is  a  striking  fact  that  certain  narcotic  agents  readily  induce 
marked  morphological  changes,  the  most  conspicuous  of  which  are 
central  necrosis  of  the  liver  lobules,  fat  infiltration,  and  a  tendency 
to  hemorrhage  and  edema.  This  property  is  particularly  evident  in 
those  agents  whose  chemical  structure  places  them  in  the  group  of 
alkyl  halides.  That  this  property  is  not  necessarily  connected  with 
their  ability  to  induce  narcosis  is  shown  by  the  fact  that  other  nar- 
cotic agents  {e.  g.,  ether  and  chloral  hydrate),  which  do  not  belong 
to  this  general  chemical  group,  fail  to  induce  tissue  changes  which 
are  at  all  commensurate  with  those  following  the  administration  of  the 
alkyl  halides.  Moreover,  that  the  mere  presence  of  halogen  atoms 
in  the  molecule  is  not  the  responsible  factor  is  demonstrated  by  the 

OH 
fact  that  chloral  hydrate  (CClg — CH<qtt),  which,  like  chloroform 
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(CHCI3),  possesses  three  chlorine  atoms,  produces  relatively  insig- 
nificant morphological  effects.  Some  other  factor  must  therefore 
be  responsible.  Evidence  has  been  submitted  to  show  that  an  im- 
portant factor  is  probably  the  halogen  acid  (hydrochloric,  hydro- 
bromic,  or  hydriodic  acid)  which  is  formed  by  chemical  dissociation 
of  the  alkyl  halides  within  the  body.  That  these  substances  form 
their  respective  halogen  acids  in  the  body  is  shown  by  the  occurrence 
in  large  quantity  of  the  neutral  salts  of  these  acids  in  the  urine.  In 
this  respect  they  differ  from  chloral  hydrate,  which  is  excreted 
mainly  as  urochloralic  acid,  and  of  which  therefore  only  a  small 
portion  is  decomposed  to  give  neutral  chlorides. 

The  idea  of  placing  the  chief  responsibility  for  these  severe  tissue 
effects  upon  the  halogen  acids  formed  in  the  tissues  is  based  upon 
a  number  of  experimental  findings.  Pictures  practically  identical 
with  that  of  late  chloroform  poisoning  have  been  produced  simply 
by  the  administration  of  hydrochloric  acid  in  suitable  concentrations, 
the  only  essential  difference  being  that  with  the  injection  of  the 
acid  the  liver  necrosis  was  peripheral  rather  than  central.  That 
these  substances  form  their  respective  halogen  acids  within  the  body 
is  shown  by  the  appearance  of  their  neutral  salts  in  the  urine. 
Alkali,  in  suitable  concentration  and  combined  with  hypertonic  saline, 
prevented  the  liver  necrosis  and  greatly  inhibited  the  other  tissue 
changes.  In  the  series  CHgClg,  CHClg,  and  CCI4,  the  tetrachloride 
was  the  most  powerful  and  the  bichloride  the  least,  in  their  ability 
to  induce  the  morphological  changes.  This  comparison  parallels  the 
respective  amounts  of  hydrochloric  acid  which  these  substances  can 
yield  in  their  breakdown  outside  the  body;  that  is,  CCI4  can  give  four 
molecules  of  HCl;  CHClg,  three,  and  CH2CI2,  two.  Of  the  ethyl 
compounds,  the  iodide  was  most  toxic,  the  bromide  less,  and  the 
chloride  least  of  all.  This  relationship  agrees  with  their  relative 
chemical  reactivities  outside  the  body.  The  question  of  how  the  acid 
is  formed  will  not  be  discussed  extensively  in  this  paper.  Nef ,^^ 
who  has  extensively  investigated  the  nature  of  the  chemical  reac- 
tions of  the  alkyl  halides,  has  submitted  a  large  amount  of  evidence 
to  show  that  the  halogen  acid  is  dissociated  off,  leaving  a  methylene 

"Nef,  J.  U.,  Dissociationsvorgange  bei  den  Alkylathern  der  Salpetersaurc, 
der  Schwcfclsaure  und  der  Halogen wasserstofFsauren,  Ann,  d,  Chem,,  1899, 
ccdx,  126. 
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or  bivalent  carbon  residue.     In  the  case  of  chloroform  the  type  of 
dissociation,  according  to  him,  is : 

CHCl3?=fcCCl2  +  HCI; 

and  in  the  case  of  ethyl  chloride  it  is : 

CaHgCl^CHsCH  +  HCl. 
A 

He  has  likewise  produced  evidence  to  show  that  in  general  the 
iodides  are  more  dissociated  than  the  bromides,  and  these  in  turn 
more  than  the  chlorides.  Our  finding,  therefore,  that  ethyl  iodide 
produces  the  tissue  changes  more  readily  than  the  bromide  and  this 
in  turn  more  readily  than  the  chloride,  conforms  to  Nef 's  idea  of  the 
readiness  with  which  these  substances  can  form  respectively  hydri- 
odic,  hydrobromic,  and  hydrochloric  acids.  The  applicability  of 
Nef's  conceptions  of  dissociation  and  dynamic  chemical  equilibrium 
to  problems  of  intermediate  metabolism  has  already  been  under  study 
for  a  number  of  years  in  this  laboratory  by  Woodyatt,  with  par- 
ticular reference  to  the  chemical  phenomena  of  diabetes.^^ 

The  tendency  to  ascribe  the  anatomical  changes  of  chloroform  to 
the  production  of  phosgene  (COCI2),  as  has  been  done  by  Miiller,^*^ 
is  probably  an  inadequate  explanation,  since  this  substance  would 
almost  certainly  be  quickly  hydrolyzed  to  2HCI  and  CO2  in  the  body, 
and  again  we  should  be  dealing  with  HCl  as  an  important  factor. 
Binz^®  has  considered  the  liberation  of  the  halogen  itself  (as  molec- 

8*  Woodyatt,  R.  T.,  Studies  on  the  Theory  of  Diabetes.  I.  Sarcolactic  Ac'd 
in  Diabetic  Muscle,  Jour.  Biol.  Chcm.,  1913.  xiv,  441 ;  Greer,  J.  R.,  Witzemann, 
E.  J.,  and  Woodyatt,  R.  T.,  Studies  on  the  Theory  of  Diabetes.  II.  Glydd  and 
Acetole  in  the  Normal  arid  Phlorhizinized  Animal,  ibid.,  1913-14,  xvi,  455 ;  Sansum, 
W.  D.,  and  Woodyatt,  R.  T.,  Studies  on  the  Theory  of  Diabetes.  III.  Glycolic 
Aldehyde  in  Phlorhizinized  Dogs,  ibid.,  1914,  xvii,  521 ;  Woodyatt,  R.  T.,  Studies 
on  the  Theory  of  Diabetes.  IV.  The  Parallelism  between  the  Effects  of  the 
Pancreas  and  Those  of  Metallic  Hydroxides  on  Sugars,  ibid.,  191 5,  xx,  129; 
Sansum,  W.  D.,  and  Woodyatt,  R.  T.,  Studies  on  the  Theory  of  Diabetes,  V. 
A  Study  of  Narcotic  Drugs  in  Phlorhizin  Diabetes,  ibid.,  1915,  xxi,  i.  Wells, 
H.  G.,  Chemical  Pathology,  2d  edition,  Philadelphia,  1914,  573. 

85  Miiller,  R.,  Ueber  die  Einwirkung  des  Phosgens  auf  den  menschlichen  und 
thierischen  Korper,  Ztschr.  f.  cxper.  Path.  u.  Thcrap.,  191 1,  ix,  103. 

3«  Binz,  C,  loc,  cit. 
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ular  halogen)  to  be  the  chief  toxic  factor  in  all  these  drugs.  There 
is.  however,  but  little  evidence  in  favor  of  such  a  conception;  for  at 
least  outside  the  body  most  of  the  facts,  as  Nef  has  shown,  point  to 
a  dissociation  of  a  type  to  yield  halogen  acid  instead  of  molecular 
halogen.  Our  experiments  tend  to  show  the  existence  of  a  similar 
type  of  dissociation  within  the  body. 

Fischler^  has  sought  an  explanation  for  the  chloroform  changes 
in  an  associated  fat  necrosis  from  injury  to  the  pancreas  which  he 
noted  in  a  number  of  dogs.  This  idea  was  based  on  the  fact  that 
central  necrosis  was  produced  in  Eck  fistula  dogs  without  the  use  of 
chloroform  but  after  intraperitoneal  injections  of  trypsin  and  hydra- 
zin  sulphate,  and  after  severe  crushing  of  the  pancreas.  He  consid- 
ers some  albumen-splitting  substance,  whose  nature  he  does  not  dis- 
cuss, as  the  responsible  factor.  Obviously  such  a  suggestion  does 
not  explain  the  production  of  the  changes.  It  is  not  surprising  that 
such  drastic  measures  resulted  in  severe  morphological  changes,  of 
which  one  was  central  necrosis  of  the  liver.  It  is  interesting,  how- 
ever, that  degenerative  changes  most  conspicuous  in  the  central  part 
of  the  lobule  (including  even  well  marked  necrosis), sometimes  fol- 
towed  simply  the  establishment  of  the  Eck  fistula  without  other 
experimental  procedures.  In  one  experiment,  in  which  he  also 
ligated  the  hepatic  artery,  the  central  necrosis  was  marked. 

Wells^*  has  expressed  the  view  that  the  changes  in  late  chloro- 
form poisoning  arise  because,  although  the  oxidizing  enzymes  are 
suppressed,  the  autolytic  enzymes  are  left  free  to  digest  the  cell. 
There  is  no  reasonable  doubt  that  oxidations,  as  well  as  many  other 
metabolic  activities,  are  altered  by  chloroform  and  these  other  sub- 
stances under  discussion.  It  is  likewise  true  that  in  many  respects 
there  is  a  similarity  between  the  production  of  chloroform  liver  ne- 
crosis and  the  self-disintegration  of  tissue  in  vitro  which  is  called 
autolysis.  But  the  difficulty  in  such  an  interpretation  lies  in  an 
inability  to  gain  a  definite  conception  of  the  nature  of  an  autolytic 
enzjmie  and  to  distinguish  its  eflFects  from  those  of  acids  formed 
in  the  tissues. 

'7  Fischler,  F.,  Ueber  das  Wesen  der  zentralen  Lappchennekrose  in  der  Leber 
und  uber  die  Rolle  des  Chloroforms  bei  dem  sogenannten  Narkosenspattod, 
Mitt,  a.  d.  Grensgeb,  d,  Med.  u.  Chir.,  191 3,  xxvi,  553. 

3«  Wells,  Arch.  Int.  Med.,  loc.  cit. 
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Particular  care  has  been  exercised  all  through  this  article  to  state 
that  the  halogen  acids  are  suggested  to  be  important  factors  rather 
than  the  only  factors  involved.  Other  acids  must  play  a  part ;  and 
possibly  even  other  substances  than  acids  are  concerned.  Since 
chloroform,  like  other  narcotic  agents,  induces  a  severe  tissue  as- 
phyxia, we  are  compelled  to  assume  the  presence  of  various  organic 
acids,  notably  lactic  acid ;  and  lactic  acid,  as  has  been  already  shown 
by  Fischer  and  others,  is  capable  of  producing  extensive  tissue  alter- 
ations. The  comparatively  slight  tissue  changes  which  follow  the 
use  of  ether  and  chloral  hydrate,  for  reasons  already  stated,  cannot 
be  due  to  the  liberation  of  a  halogen  acid  in  the  tissues;  but  they 
may  perhaps  be  attributable  chiefly  to  the  tissue  asphyxia  and  resul- 
tant weak  acid  formation  which  they  induce.  Nor  can  a  halogen 
acid  be  a  responsible  factor  in  poisoning  with  phosphorus,  which  pro- 
duces morphological  changes  similar  to  those  of  chloroform,  except 
that  in  the  liver  the  most  extensive  alterations  are  at  the  periphery 
instead  of  the  center  of  the  lobule.  The  mechanism  involved  here  is 
not  clear.  Cell  asphyxia,  however,  without  doubt  occurs ;  and  it  is 
well  known  that  lactic  acid  is  formed  in  relatively  large  amotmts,^® 
which  in  itself  could  play  an  important  part.  In  addition,  the  possi- 
bility should  be  considered  of  the  formation  in  the  tissue  and  action 
of  some  of  the  phosphoric  acids  which  are  known  to  occur  so  easily 
in  the  oxidation  of  phosphorus  in  zntro.  As  yet  there  is  no  direct 
evidence  to  support  this  view.  Doubtless  also  other  factors  are 
more  or  less  involved  which  concern  physical  alterations  in  the  cell 
induced  directly  by  the  action  of  the  phosphorus. 

No  detailed  discussion  will  be  taken  up  here  concerning  the  ques- 
tion of  whether  these  morphological  changes  (necrosis,  fat  infiltra- 
tion, hemorrhages,  and  edema)  are  to  be  regarded  as  primarily  acid 
effects  or  primarily  asphyxial  effects.  It  is  of  great  interest  that 
they  can  be  readily  obtained  merely  by  the  administration  of  such  an 
acid  as  hydrochloric  acid.  But  it  is  equally  true  that  the  adminis- 
tration of  an  acid  also  leads  to  the  production  of  asphyxia.  We  are, 
therefore,  confronted  by  the  facts  that  acids  give  rise  to  asphyxia, 
and  asphyxia  in  turn  gives  rise  to  acid  production.  It  cannot  be  as- 
sumed that  the  changes  are  exclusively  acid  effects. 

39  Lusk,  G.,  The  Elements  of  the  Science  of  Nutrition,  2d  edition,  Philadel- 
phia and  London,  1909,  304. 
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In  this  connection  the  location  of  the  necrosis  in  the  central  part 
of  the  lobule  is  of  interest;  for  this  is  the  region  which  is  farthest  re- 
moved from  the  oxygen  supply  and  from  compensatory  influences 
carried  in  by  the  blood.  It  is,  therefore,  the  part  where,  in  general 
asphyxial  conditions,  asphyxial  acids  (lactic,  etc.)  would  be  formed 
in  largest  quantity.  This  is  strikingly  borne  out  in  Fischler's 
experiments  which  showed  that  interference  with  blood  supply,  by 
ligation  of  the  hepatic  artery  and  production  of  Eck  fistula,  was  fol- 
lowed by  degenerative  changes  which  were  always  most  marked  in 
the  centers  of  the  lobules.  In  the  case  of  chloroform  poisoning  we 
might  suppose  that  the  central  location  of  the  necrosis  is  due  to  the 
fact  that  in  that  region  we  have  the  greatest  total  acid  formed 
(/.  e.y  asphj^ial  acids  in  addition  to  hydrochloric  acid).  It  is  also 
farther  removed  from  the  neutralizing  effect  of  alkalis  brought  in 
by  the  blood  than  is  the  periphery  of  the  lobule. 

In  a  previous  article^^  it  has  been  shown  that  newly  born  pups, 
which  are  relatively  immune  to  the  production  of  late  chloroform 
poisoning,  owe  their  resistance  to  their  rich  supply  of  glycogen.  The 
nature  of  this  protective  action  of  glycogen  is  not  clear.  It  is  pos- 
sible that  the  observation  of  Bechhold  and  Ziegler,^^  that  glucose 
retards  the  diffusion  of  sodium  chloride  and  some  other  substances  in 
protein  gels,  bears  on  this  phenomenon.  In  some  work,  as  yet  un- 
published, we  have  observed  that  the  presence  of  glucose  in  gelatin 
and  agar  gels  markedly  retards  the  diffusion  of  hydrochloric  and 
other  acids  through  them.  Fischer  and  Sykes'*^  have  recently  shown 
that  glucose  and  other  sugars  inhibit  the  swelling  of  a  colloid,  like 
fibrin,  in  water. 

SUMMARY. 

The  central  lobular  necrosis  in  the  liver,  which  has  been  regarded 
by  some  writers  as  characteristic  of  late  chloroform  poisoning,  has 
been  produced  experimentally  with  a  number  of  other  drugs.     It 

*'^  Graham,  E.  A.,  The  Resistance  of  Pups  to  Late  Chloroform  Poisoning  in 
Its  Relation  to  Liver  Glycogen,  Jour.  Exper.  Med.,  1915,  xxi,  185. 

*^  Bechhold,  H.,  and  Ziegler,  J.,  Die  Beeinflussbarkeit  der  Diffusion  in  Galler- 
ten,  Ztschr.  /.  physikal.  Chem.,  1906,  Ivi,  105. 

*2  Fischer,  M.  H.,  and  Sykes,  A.,  Ueber  den  Einfluss  einiger  Nichtelektrolyte 
auf  die  Quellung  von  Protein,  Kolloid-Ztschr.,  1914,  xiv,  215. 
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is,  therefore,  in  no  sense  peculiar  to  chlorofonn  poisoning.  Sub- 
stances which  have  been  shown  to  produce  a  morphological  picture 
indistinguishable  from  that  of  late  chloroform  poisoning  are:  (a) 
dichlor-  and  tetrachlormethane,  (b)  tribrom-  and  triiodomethane, 
(c)  monochlor-,  monobrom-,  and  monoiodoethane,  also  the  di- 
bromethane;  that  is,  in  general,  the  halogen  substituted  aliphatic 
hydrocarbons  containing  one  or  two  carbon  atoms.  Presumably 
similar  results  might  be  obtained  with  the  higher  members  of  the 
same  series. 

The  mechanism  by  which  chloroform  produces  its  characteristic 
tissue  changes  must  accordingly  be  considered  as  a  group  reaction. 
Outside  the  body  the  similarities  between  the  chemical  behavior  of 
different  members  of  this  group  have  been  correlated  by  Nef  on  the 
basis  of  the  type  of  dissociation  which  these  substances  undergo  and 
the  differences  in  their  behavior  on  the  basis  of  the  differences 
of  the  degree  to  which  such  dissociations  occur.  According  to 
the  work  of  Nef,  the  group  of  substances  under  discussion  has  the 
property  of  dissociating  to  yield  a  halogen  acid  and  an  unsaturated 
alkylidene  rest.  Thus  with  chloroform  the  type,  of  dissociation  may 
be  expressed  thus : 

CHCl3?=^CCl2  +  HCl. 
A 

In  this  paper  the  view  is  developed  that  the  changes  characteristic 
of  late  poisonings  with  the  above  named  group,  namely  edema,  mul- 
tiple hemorrhages,  fat  infiltration,  and  necrosis  are  ascribable  ( i )  to 
acids  and  (2)  to  the  fact  that  the  amount  of  acid  formed  parallels 
the  chemical  dissociability  of  the  drug  outside  of  the  body. 

Favoring  the  view  that  acid  is  responsible  for  the  changes  are  the 
following  observations. 

1.  All  the  characteristic  features  of  late  chloroform  poisoning 
have  been  produced  merely  by  the  administration  of  hydrochloric 
acid,  except,  however,  for  a  different  distribution  of  the  liver 
necrosis. 

2.  The  areas  of  central  necrosis  produced  in  the  liver  by  the 
various  substances  under  discussion  give  an  acid  reaction  to  neutral 
red. 

3.  Sodium  carbonate  in  a  hypertonic  sodium  chloride  solution 
markedly  inhibits  the  production  of  the  lesions. 
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In  favor  of  the  view  that  the  respective  halogen  acids  play  an 
important  part  are  the  following. 

1.  After  the  administration  of  some  of  these  drugs  there  has  been 
noted  an  increase  of  the  neutral  salts  of  the  halogen  acids  in  the 
urine,  a  fact  which  indicates  that  the  corresponding  halogen  acids 
must  have  been  formed  somewhere  in  the  body. 

2.  The  necrosis-producing  powers  of  dichlormethane,  chloroform, 
and  tetrachlormethane  parallel  the  amounts  of  hydrochloric  acid 
which  these  substances  theoretically  can  yield  in  their  breakdown 
outside  of  the  body.  Likewise,  the  power  to  produce  tissue  changes 
exhibited  by  the  ethyl  compounds  varies  directly  with  the  ease  with 
which  they  form  their  respective  halogen  acids  in  vitro, 

3.  Ether  and  chloral  hydrate  which  do  not  yield  halogen  acid  in 
their  breakdown  in  the  body  likewise  also  do  not  produce  necrosis. 
They  induce  only  edema  and  fat  infiltration  to  a  less  marked  degree. 

The  suggestion  is  made  that  the  halogen  acid  (hydrochloric,  hy- 
drobromic,  or  hydriodic  acid),  directly  liberated  in  the  process  of  dis- 
sociation, may  be  the  important  factor  which  makes  the  tissue 
changes  seen  in  poisoning  with  chloroform  and  other  alkyl  halides 
so  different  from  those  following  the  administration  of  narcotic 
drugs  of  a  different  type. 

EXPLANATION  OF  PLATES. 
Plate  4. 

Fig.  I.  Typical  central  liver  necrosis  produced  by  chloroform  anesthesia  for 
four  and  one-half  hours  in  Dog  B  of  Experiment  3  (page  61).  Nearly  all  the 
lobule  is  aflfected.    Microphotograph.    X  83. 

Fig.  2.  Inhibition  of  necrosis  by  the  intravenous  injection  of  150  cc.  of 
Fischer's  alkaline,  hypertonic  salt  solution  as  shown  in  Dog  A  of  Experiment  3 
(page  61)  which  had  received  chloroform  for  the  same  length  of  time  as  Dog 
B  (Fig.  i).  There  is  practically  no  necrosis.  Only  a  slight  amount  of  fat 
accumulation  in  the  cells  about  the  central  vein  has  occurred.  Microphotograph. 
X83. 

Plate  5. 

Fig.  3.  High  power  drawing  of  liver  shown  in  Fig.  i.  The  necrotic  cells 
in  the  central  portion  of  the  lobule  stain  intensely  with  eosin.  The  nuclei  of 
the  parenchymatous  cells  have  disappeared ;  and  only  those  of  the  capillaries  are 
evident     X  356. 

Fig.  4.  High  power  drawing  of  the  liver  shown  in  Fig.  2.  There  is  no 
appreciable  necrosis;  and  only  a  moderate  accumulation  of  fat  has  occurred  in 
the  parenchymatous  cells  around  the  central  vein.     X  356. 


Digitized  by 


Google 


THE  FORM  OF  THE  EPITHELIAL  CELLS  IN  CULTURES 

OF  FROG  SKIN,  AND  ITS  RELATION  TO  THE 

CONSISTENCY  OF  THE  MEDIUM. 

By  EDUARD  UHLENHUTH,  Ph.D. 

(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research,) 

Plates  6  to  21. 

(Received  for  publication,  May  12,  191 5.) 

INTRODUCTION. 

In  a  previous  publication  (i)  the  author  has  shown  that  the 
polygonal  epithelial  cells  of  frog  skin  assume  a  fusiform  or  thread- 
like shape  ("spindle  cells"  and  "thread-like  columnar  cells") 
shortly  after  they  have  wandered  out  into  the  medium.  In  this  form 
they  closely  resemble  connective  tissue  cells. 

Champy  (2)  found  in  the  case  of  the  explanted  kidney  that  both 
connective  tissue  and  epithelial  cells  gradually  took  on  an  indefinite 
character,  and  he  observed  the  same  phenomenon  in  the  explanted 
parotis,  submaxillaries,  and  thyroids.  It  is  of  especial  importance 
to  note  that  the  indefinite  tissue  of  these  organs  is  absolutely 
identical,  and  that,  for  example,  the  tissue  derived  from  the  kidney 
cannot  be  distinguished  from  that  from  the  parotis.  He  calls 
this  phenomenon  "  dedifferentiation,"  and  attributes  it  to  loss  of 
function.  It  seems  to  us,  however,  that  but  little  is  gained  by 
this  explanation,  for  we  possess  no  information  regarding  the  func- 
tions of  these  organs  in  the  embryonic  stage  and  are  unaware 
whether,  for  instance,  the  parotis  or  submaxillary  functionates  at  all 
in  the  fetal  organism.  The  point  to  be  emphasized  is  rather  the  fact 
that  organs  as  different  as  the  kidney,  salivary  glands,  and  thyroids 
develop  identical  tissues  as  soon  as  the  same  chemicophysical  condi- 
tions are  brought  to  bear  on  the  respective  organs.  This  result 
signifies  that  the  factors  responsible  for  this  equalization  are  pres- 
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ent  in  the  culture  medium.  Thus,  in  view  of  the  fact  that  we  can 
modify  at  will  the  character  of  the  medium,  we  are  supplied  with 
a  definite  means  of  further  analyzing  these  phenomena. 

It  stands  to  reason  that  the  above  mentioned  changes  occurring  in 
the  cells  are  the  result  not  of  one  factor,  but  of  a  number  of  different 
chemical  and  physical  factors.  In  this  paper,  however,  we  intend  to 
confine  ourselves  to  the  description  of  but  one  of  these  factors  and  to 
show  in  what  way  the  consistency  of  the  medium  influences  the  form 
of  the  cell. 

It  is  an  easy  matter  to  vary  the  firmness  of  the  medium,  which 
consisted  of  frog  plasma  and  frog  muscle  extract  obtained  from 
the  same  species  (Rana  pipietis)  that  supplied  the  fragments  of 
skin.  The  plasma  of  all  individuals  of  the  same  species  does  not 
coagulate  uniformly  well,  and  it  was  soon  apparent  that  this  fact 
greatly  influences  the  form  which  is  subsequently  assumed  by  the 
cells.  Furthermore,  by  the  addition  of  chicken  plasma  the  frog 
medium  can  usually  be  made  to  gain  a  semi-firm  consistency,  and 
by  the  combined  addition  of  chicken  plasma  and  embryonic  chicken 
extract  the  medium  becomes  very  firm. 

In  previous  experiments  (i)  we  carried  out  prolonged  observations  on  cul- 
tures that  were  cultivated  in  a  pure  frog  medium  ( frog  plasma  +  frog  muscle 
extract),  and  found  that  the  rim  of  tissue  which  formed  around  the  explanted 
fragment  of  skin  began  by  assuming  the  form  of  a  compact  membrane  consisting 
of  polygonal  cells.  Next  the  cells  situated  at  the  edge  of  the  membrane  began 
to  project  out  into  the  medium,  at  the  same  time  taking  on  an  elongated  spindle- 
shaped  form  (spindle  cells).  Many  of  these  cells  became  detached  from  the 
membrane  and  wandered  out  into  the  plasma.  By  this  means  the  edge  of  the 
membrane  assumed  a  ragged  appearance.  Finally  spaces  occurred  in  the  mem- 
brane which  were  bridged  over  by  very  elongated  cells,  often  thread-like  in 
appearance  (thread-like  columnar  cells).  As  a  result  of  successive  processes 
the  entire  membrane  gradually  became  divided  up  into  long  cells  of  the  con- 
nective tissue  type  which  strayed  out  into  the  medium. 

It  has  now  been  shown  that  this  change  in  the  form  of  the  tissue 
membrane  and  of  its  cells  results  from  the  gradual  softening  of  the 
medium,  and  we  are  thus  able,  by  the  employment  of  suitable  media, 
to  produce  artificially  the  individual  stages  of  this  process,  accom- 
panied by  the  characteristic  form  of  the  cells.  The  shape  of  the 
cells  can  be  maintained  permanently  polygonal  or  fusiform,  accord- 
ing as  the  medium  selected  is  firm  or  soft. 
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As  in  our  previous  experiments,  the  material  chosen  was  obtained 
from  the  dorsal  skin  of  the  adult  leopard  frog  (Rana  pipie^is), 
which  was  cultivated  in  small  fragments  (approximately  two  square 
millimeters).  The  following  are  the  results  obtained  with  179  cul- 
tures, and  they  are  in  accordance  with  the  findings  and  records 
of  the  480  cultures  of  our  previous  work. 

EXPERIMENTAL. 

Experiments  with  a  Firm  Medium. — ^We  shall  first  describe  the  experiments 
made  with  a  firm  medium.  A  medium  was  considered  firm  when,  in  the  process 
of  changing,  the  culture  could  be  cut  out  of  the  old  medium  enclosed  in  a  firm 
block  of  medium.  The  firmness  of  these  blocks  was  so  great  that  they  failed  to 
bend  over  the  edges  of  the  cataract  knife,  even  when  they  were  considerably 
broader  than  the  knife  itself.  We  usually  obtained  such  a  medium  by  adding  to 
two  drops  of  frog  plasma  (F.Pl.)^  one  drop  of  frog  muscle  extract  (F.E.), 
one  drop  of  chicken  plasma  (Ch.Pl.),  and  one  drop  of  embryonic  chicken  ex- 
tract (Ch.E.). 

Fig.  I  shows  a  culture  (B  174)  in  the  firm  medium  (F.Pl. +  F.E.  +  Ch.Pl. 
+  Ch.E.)  ;  photographed  about  twenty  hours  after  explantation.  A  consider- 
able rim  of  tissue  has  formed  around  the  old  fragment.  It  consists  of  strictly 
polygonal  cells,  and  its  line  of  demarcation  towards  the  medium  is  uniform  or 
only  slightly  irregular.  The  cells  are  closely  pressed  together.  A  vertical  sec- 
tion of  these  cultures  shows  that  the  rim  of  tissue  usually  consists  of  from  three 
to  four  layers  of  cells  at  the  center,  and  of  two  layers  at  the  periphery,  and 
that  the  cells  are  polyhedral  in  shape,  as  shown  in  Fig.  2.  In  Fig.  3  are  seen 
from  above  some  of  these  polyhedral  cells  taken  from  a  culture  fixed  in  toto 
and  stained  with  Giemsa  (B  169)  ;  it  was  prepared  in  the  same  medium  as 
culture  B  174  in  Fig.  i.  Thus  viewed  we  clearly  see  the  polyhedral  shape  of  the 
cells. 

Fig.  4  (Culture  B  114)  represents  a  stained  culture  after  a  six  days'  sojourn 
in  a  firm  medium.  The  culture  was  prepared  on  Dec.  15  and  the  following  day 
showed  but  a  relatively  small  rim  of  cells.  On  Dec.  17  the  fragment  of  skin, 
together  with  the  cell  membrane,  was  placed  in  a  fresh  medium.  On  Dec.  19 
the  rim  of  cells  had  increased  in  size  while  remaining  compact.  It  is  noteworthy 
that  no  migration  of  cells  had  taken  place.  On  the  same  day  the  old  medium, 
which  had  remained  completely  firm,  was  exchanged  for  a  fresh  medium,  inti> 
which  was  transferred  the  entire  membrane  of  tissue.  On  the  morning  of  Dec. 
31  the  medium  showed  signs  of  liquefying  on  one  side.  One  protuberance  into 
the  medium  had  already  formed,  as  well  as  a  small  cavity,  which  latter,  however, 
was  subsequently  destroyed  by  fixation  (to  the  left  of  the  figure).  After  six 
days  the  culture  was  fixed.  The  membrane  consisted  exclusively  of  polygonal 
cells  (Fig.  4),  with  the  exception  of  that  portion  where  the  medium  had  begun 
to  liquefy.    Fig.  5  represents  a  part  of  the  epithelial  rim  of  Culture  B  114  mag- 

^  We  shall  abbreviate  as  follows :  frog  plasma,  F.Pl. ;  frog  muscle  extract, 
F.E. ;  chicken  plasma,  Ch.Pl.;  chicken  embryonic  extract,  Ch.E. 
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nificd  i,ooo  times.  The  polygonal  shape  of  the  cells  is  distinctly  seen.  It  should 
be  noted  that  the  tissue  membrane  of  this  culture  (as  also  of  all  others  sub- 
jected to  the  same  conditions)  maintained  its  compact  form  for  six  days  without 
becoming  loosened  up,  and  that  even  the  outermost  cells  of  the  rim,  shown  in 
Fig.  5,  remained  polyhedral  in  shape. 

Fig.  6  was  taken  from  a  living  culture  (B  103)  ten  days  after  explantation. 
The  culture  was  started  on  Sept  12,  1914,  and  at  first  showed  but  slight  signs 
of  growth.  The  epithelium  did  not  attain  any  considerable  dimensions  until 
Dec.  13,  at  which  time  it  was  quite  thick.  On  Dec.  14  the  medium  was  changed 
for  the  third  time,  whereupon  it  was  found  to  be  of  exceedingly  firm  con- 
sistency. Thus  it  was  possible  to  transfer  the  large  tissue  membrane  without 
injury  into  the  new  medium.  On  Dec  15  the  rim  of  tissue  was  not  as  compact 
as  in  similar  cultures  which  had  been  maintained  under  the  same  conditions. 
WTicn  the  medium  was  changed  on  the  same  day  it  was  also  found  to  be  less 
firm  than  that  of  the  other  cultures.  Nevertheless,  it  was  possible  to  cut  out  a 
block  sufficiently  firm  to  permit  of  the  transfer  of  the  entire  rim  of  cells  into  the 
new  medium.  The  cells  of  the  outermost  edges,  however,  which  were  the  result 
of  the  growth  from  Dec.  14  to  15,  tended  to  become  massed  together.  On  the 
i6th  additional  increase  in  the  size  of  the  cell  membrane  could  be  seen  and  new 
cells  had  been  added.  No  migration  of  cells  had  taken  place,  however,  and  the 
membrane  was  quite  compact  On  Dec.  17  the  medium  was  again  changed.  On 
Dec  19  enlargement  of  the  membrane  could  again  be  seen  in  certain  sections, 
but  the  form  of  the  membrane  remained  uniform  and  was  unindented.  No  cell 
migration  had  taken  place.  At  this  stage  the  culture  was  photographed  (Fig.  6). 
To  the  left  of  the  figure  can  plainly  be  seen  the  thin  layers  of  cells  which  sprouted 
out  on  the  day  preceding  that  on  which  the  photograph  was  taken.  They  are 
separated  from  the  remaining  tissue  by  a  lighter  band  of  tissue.  No  detached 
cells  can  be  seen  around  the  culture.  The  latter,  therefore,  maintained  for  ten 
days  consecutively  a  compact  rim  of  tissue,  which  grew  almost  continuously  and 
failed  to  undergo  loosening  up.  The  cells  remained  permanently  polygonal  in 
shape. 

As  long  as  the  medium  remained  firm  the  same  conditions  were  observed  in 
all  the  other  cultures  subjected  to  the  above  treatment. 

Experiments  with  a  Medium  of  Semi-Firm  Consistency. — A  medium  of  semi- 
firm  consistency  was  supplied  by  the  addition  of  chicken  plasma  to  the  frog 
plasma  and  frog  muscle  extract  (2  drops  of  F.Pl.  -{- 1  drop  of  F.E.  -{- 1  drop  of 
Ch.Pl.).  With  a  medium  of  this  consistency  it  is  still  possible  to  remove  a  clean- 
cut  block  from  the  drop  of  plasma,  but  these  blocks  are  so  soft  that  if  they 
extend  beyond  the  edge  of  the  knife  their  sides  double  over  and  adhere  to  the 
under  surface  of  the  knife.  In  order,  therefore,  to  transfer  into  a  fresh  medium 
large  blocks  of  this  consistency  with  the  enclosed  culture  every  precaution  must 
be  used  to  avert  this  doubling  over. 

Moreover,  it  should  be  stated  that  owing  to  the  extreme  fluctuations  in  the 
consistency  of  the  above  mixture  (F.Pl.  +  F.E.  +  Ch.Pl.)  the  results  here  ob- 
tained were  by  no  means  as  uniform  as  those  secured  with  the  mixture  composed 
of  F.PL  -f-  F-E.  +  Oi.Pl.  +  Ch.E.  Sometimes,  for  instance,  a  very  firm  medium 
is  produced,  at  other  times  a  soft  one,  such  as  results  from  the  use  of  a  pure 
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frog  medium.  But  it  is  easy  in  each  case  to  ascertain  the  degree  of  firmness. 
Here,  however,  we  shall  mention  only  the  behavior  of  the  cultures  kept  in  a 
semi-firm  medium;  for  their  behavior  when  in  a  firm  or  soft  chicken  plasma 
mixture  (F.Pl.  +  F.E.  +  Ch.Pl.)  is  the  same  as  when  kept  in  a  firm  medium 
(F.Pl.  +  F.E.  +  Ch.Pl.  +  Ch.E.)  or  in  a  pure  frog  medium  (F.Pl.  +  F.E.), 
respectively. 

Fig.  7  represents  a  culture  about  twenty  hours  old  (B  86),  cultivated  in  a 
mixture  of  F.Pl.  +  F.E.  +  Ch.Pl.  The  rather  broad  rim  of  cells  is  seen  to  be 
very  dissimilar  from  the  tissue  membranes  obtained  in  a  firm  medium.  The 
central  zone  of  cells  cannot  be  clearly  made  out  in  the  photograph,  owing  to  too 
intensive  staining.  Nearly  all  the  peripheral  cells  have  assumed  a  spindle-shaped 
form.  At  several  places  sharp  projections  of  cells  can  be  seen  jutting  out  into 
the  medium,  and  at  their  extremities  the  typical  fusiform  cells  are  beginning 
to  stray  out  individually  into  the  medium.  This  process  of  migration  is  seen 
to  be  specially  active  at  the  projection  seen  in  the  right-hand  upper  corner  of 
the  photograph,  as  a  result  of  which  a  small  space  has  been  formed  in  the  mem- 
brane. The  rim  of  tissue  has  consequently  assumed  an  irregular,  serrated 
appearance,  and  the  medium  in  the  neighborhood  of  the  culture  is  beginning 
to  fill  up  with  detached  fusiform  cells  that  have  strayed  out,  as  can  be  clearly 
discerned  in  the  figure. 

The  above  characteristics  are  seen  still  more  plainly  in  a  three  day  old  culture 
(B  7),  which  is  shown  under  higher  magnification  in  Fig.  8.  The  edges  of  the 
membrane  project  into  the  medium  on  all  sides  in  the  form  of  sharp  tongues, 
the  cells  of  which  are  elongated  examples  of  the  spindle  form.  An  enormous 
number  of  cells  have  wandered  out  into  the  medium,  and  consequent  upon  this 
migration  and  upon  the  advance  of  the  border  cells,  it  is  seen  that  behind  the 
edge  spaces  of  varying  size  are  being  formed  in  the  membrane.  These  spaces, 
however,  contain  no  liquid. 

Figs.  9  a  and  9  b  are  drawings  of  living  cultures  made  without  a  camera 
lucida.  They  represent  the  process  involved  in  the  projecting  out  of  the  cells  at 
the  edge  of  the  membrane  and  their  ultimate  detachment  and  migration  (page  86). 

It  is  possible  to  carry  on  for  a  prolonged  period  of  time  observations  with 
chicken  plasma  cultures  in  the  same  manner  as  previously  described  in  connec- 
tion with  the  cultures  grown  in  a  firm  medium,  and  furthermore  to  transfer  them 
practically  uninjured  into  fresh  media.  Cultures  kept  in  a  plasma  of  semi-firm 
consistency  maintain  permanently  the  characteristics  described  above,  in  contra- 
distinction to  those  maintained  in  a  firm  medium,  in  which  the  cell  membrane 
is  permanently  compact  and  the  form  of  the  cells  unvaryingly  polygonal,  while 
the  latter  usually  refrain  from  wandering  oflF  into  the  medium.  Culture  B  78 
was  observed  for  a  period  of  twenty-two  days.  Not  until  the  sixth  day  had  a 
fairly  large  rim  of  epithelium  formed ;  later,  however,  it  became  greatly  reduced 
in  dimensions,  owing  in  part  to  considerable  cell  migration,  and  in  part  to  losses 
incidental  to  change  of  medium.  After  fourteen  days,  as  a  result  of  this,  only 
a  small  rim  of  cells  remained,  and  some  of  the  peripheral  cells  had  become 
spherical  in  form,  owing  to  insufficient  nourishment,  a  circumstance  which  is 
apt  to  occur  in  any  medium.     On  the  fifteenth  day,  however,  the  peripheral  cells 
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recovered,  and  began  to  form  a  new  thin  membrane,  the  edges  of  which  showed 
the  usual  sharp  indentations,  and  consisted  of  greatly  elongated  cells.  Two  sub- 
sequent transfers  again  occasioned  a  reduction  of  the  membrane,  and  this  was 
followed  by  renewed  active  growth  of  the  fusiform  cells  accompanied  by  the 
usual  migration  of  cells.  The  same  process  was  repeated  after  another  change 
of  medium,  at  which  stage  the  culture  was  photographed.  Fig.  lo  represents 
Culture  B  78  twenty-one  days  after  explantation.  The  central  parts  of  the  mem- 
brane consist  chiefly  of  polygonal  cells;  the  edges,  however,  show  sharp  and 
multiform  indentations,  and  their  cells,  even  those  remote  from  the  edge,  are 
spindle-shaped.    Cell  migration  can  likewise  be  clearly  seen. 

After  twenty-two  days  Culture  B  78  was  fixed  and  stained  with  Giemsa,  in 
which  condition  it  appears  in  Fig.  11.  The  membrane  of  cells  is  seen  to  be  even 
more  loosened  up  than  on  the  preceding  day,  and  long  tissue  processes,  con- 
sisting of  elongated  spindle-shaped  cells,  are  seen  to  project  into  the  medium. 
The  migration  of  cells  has  assumed  exceptionally  large  proportions ;  the  detached 
cells  are  for  the  most  part  fusiform  in  shape,  but  some  are  round. 

Fig.  12  shows  individual  spindle-shaped  cells,  drawn  under  a  high  magnifi- 
cation. In  Fig.  12  a  we  see  the  transformation  of  typical  polygonal  cells  of  the 
membrane  into  fusiform  cells.  Figs.  12  b  and  c  represent  tjrpical  examples 
of  the  isolated  fusiform  cells. 

Experiments  with  a  Soft  Medium. — The  phenomena  which  we  have  obseryed 
in  the  medium  of  semi-firm  consistency  occupy  a  position  midway  between 
those  occurrmg  in  the  firm  and  in  the  soft  media.  We  shall  now  consider  the 
latter.  A  soft  medium  is  obtained  by  employing  a  pure  frog  medium  (F.Pl. 
-f  F.E.).  It  is  impossible  to  cut  out  little  square  blocks  of  this  medium;  on 
the  contrary,  these  blocks  invariably  assume  a  spherical  form,  irrespective  of 
the  shape  in  which  they  have  been  cut  out,  and  they  furthermore  have  a  tendency 
to  adhere  to  the  knife.  Soft  media  can  be  drawn  out  in  threads  (isolation  of 
the  fibrin)  ;  they  contain  much  liquid  which  is  accumulated  in  the  minute  vacuoles 
in  the  network  formed  by  the  fibrin.  These  media  rapidly  succumb  to  complete 
liquefaction,  whereupon  a  number  of  particular  phenomena  take  place,  which 
we  must  consider  in  connection  with  the  rest,  as  they  usually  occur  coincidently. 

Fig.  13  was  photographed  from  a  living  culture  (B  119),  about  twenty  hours 
after  explantation  of  the  fragment  We  are  unable  to  determine  whether  in  this 
culture  a  **  secondary  epithelial  rim,"  as  we  termed  in  our  first  communication 
the  compact  rim  of  epithelium,  preceded  the  loosening  up  stage,  illustrated  in 
this  figure,  as  the  former  process  may  have  developed  over  night.  Neverthe- 
less, in  cultures  consisting  exclusively  of  frog  medium  the  cells  frequently  begin 
to  leave  the  fragment  immediately  in  the  form  of  a  star-shaped  membrane,  with 
verj'  ill  defined  edges ;  for  these  pure  frog  media  usually  become  soft  very  soon, 
sometimes  from  the  very  outset.  Fig.  13  gives  a  good  impression  of  the  con- 
dition of  the  cell  membrane  in  a  soft  medium.  Almost  the  entire  rim  of  epithe- 
lium is  drawn  out  in  the  form  of  long  chains  of  cells  and  bands  of  tissue.  Even 
the  compact  parts  of  the  tissue  membrane  consist  exclusively  of  elongated  cells. 
On  all  sides  large  spaces  are  seen  in  the  tissue  membrane,  lined  by  highly  deli- 
cate, thread-like  cells.  These  spaces  contain  no  liquid,  but  soft  medium.  The 
whole  form  of  the  rim  of  tissue  clearly  indicates  that  the  tissue  is  in  a  condition 
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of  active  movement,  as  can  also  clearly  be  seen  in  living  cultures  under  the 
microscope.  The  chief  characteristic  of  this  particular  culture  is  the  enormous 
migration  of  cells.  The  entire  drop  of  plasma  is  filled  with  wandering  cells, 
which  are  partly  fusiform  in  shape,  partly  round.  In  this  culture  whole  frag- 
ments of  tissue  strayed  out  into  the  plasma.  We  were  able  to  certify  that  they 
moved  in  a  soft,  not  liquid  substrate,  by  shaking  the  culture,  a  test  invariably 
applied  by  us ;  for  fragments  floating  in  a  liquid  move  from  side  to  side,  which 
did  not  occur  in  this  case. 

Fig.  14  shows  Culture  B  121  (stained  with  Giemsa),  six  days  old,  which  was 
kept  under  parallel  observation  with  the  above  mentioned  Culture  B  119  (Fig. 
13).  The  culture  was  started  on  Dec.  15,  and  on  Dec.  16  already  possessed  a 
fairly  extensive  star-shaped  membrane  of  tissue,  which  projected  out  into  the 
medium  in  long  tissue  processes,  as  is  the  rule  in  a  soft  frog  medium  culture. 
On  Dec.  17  the  medium  was  renewed,  and  on  Dec.  19  the  membrane  of  cells  had 
attained  considerable  proportions.  It  was  characterized  by  extremely  long  pro- 
jections of  tissue,  as  well  as  by  bridges  of  thread-like  columnar  cells,  and  excep- 
tionally active  cell  migration.  The  medium  was  renewed  the  same  day,  and  on 
Dec  21,  six  days  after  explantation,  the  culture  was  fixed,  stained,  and  photo- 
graphed (Fig.  14).  The  same  characteristics  can  be  noted  as  in  Fig.  13,  but 
more  strongly  emphasized. 

Fig.  15  is  a  four  day  old  culture  in  a  pure  frog  medium  photographed  while 
livmg  (B  117).  The  medium  has  partly  liquefied  and  the  resulting  liquid  has 
collected  first  of  all  in  the  holes  in  the  tissue  membrane  caused  by  the  migration 
of  the  peripheral  cells.  In  such  cases  we  are  unable  to  decide  whether  these 
holes  are  primarily  formed  through  the  wandering  out  of  the  cells,  as  occurs 
in  non-liquid  cultures,  or  whether  the  membrane  becomes  torn  by  the  vacuoles 
of  liquefaction  which  are  in  process  of  being  formed.  The  vacuoles,  which  at 
first  are  small,  soon  increase  in  size,  the  bridges  of  cells  which  separate  them  at 
the  same  time  becoming  thinner  and  thinner  until  at  length  they  break  away. 
By  this  means  one  or  more  larger  vacuoles  are  formed,  which  in  turn  force  the 
remaining  part  of  the  tissue  to  give  way  at  the  sides.  Finally  the  cells  are  left 
in  the  form  of  a  narrow  wreath  of  cells  encircling  the  large  vacuole.  In  Fig. 
15  can  be  seen  the  delicate,  thread-like  columnar  cells  which  connect  the  ring 
of  cells  with  the  old  fragment.  At  one  place  in  this  culture  a  single  fragment 
of  compact,  but  very  thin  tissue  membrane  yet  remains;  here  the  plasma  had 
remained  very  firm,  so  much  so  that  it  was  possible  to  cut  out  a  block  con- 
taining the  membrane  and  transfer  it  into  a  new  medium. 

At  this  point  it  may  be  well  to  consider  the  behavior  of  the  uppermost  layers 
of  epithelial  cells.  In  Culture  B  117  the  same  have  become  disconnected  and 
are  seen  to  lie  over  the  old  fragment  and  over  a  part  of  the  cell  membrane  in 
the  form  of  a  thin  membrane  (Fig.  15)  which  possesses  sharply  defined  edges 
while  its  cells  have  remained  inactive.  This  phenomenon  will  be  discussed  in 
detail  in  a  subsequent  communication. 

Cultures  which  are  preserved  in  a  pure  frog  medium,  or  in  soft  or  liquid 
media  generally,  can  only  in  rare  cases,  favored  by  every  precaution,  be  main- 
tained for  any  length  of  time  as  actively  growing  tissue  membranes ;  usually  the 
cells  migrate  in  such  large  numbers  that  in  a  short  time  nothing  remains  of  the 
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original  membrane  of  cells.  But  it  occasionally  happens  that  a  portion  of  the 
epithelium,  instead  of  migrating,  grows  around  the  connective  tissue  either  par- 
tially or  completely,  thus  retaining  its  epithelial  character.  This  particular  phe- 
nomenon, however,  which  we  have  mentioned  elsewhere  (i),  does  not  concern 
us  here,  and  will  be  reserved  for  future  consideration.  It  behooves  us,  rather, 
to  follow  the  fate  of  certain  cultures  which  when  cultivated  in  a  soft  frog 
medium  retained  their  membrane  in  a  growing  condition  for  a  considerable 
length  of  time. 

Culture  B  77  was  started  on  Nov.  28,  and  the  tissue  membrane  took  a  fairly 
long  time  to  develop.  The  records  fail  to  show  clearly  at  what  time  this  took 
place.  On  Dec.  13,  fifteen  days  after  explantation,  the  membrane  of  cells  still 
showed  signs  of  growth  at  its  edge,  and  was  transferred  on  Dec.  14  to  the  new 
medium  in  an  incomplete  condition.  On  the  following  day,  however,  there  were 
signs  of  renewed  growth.  On  the  same  day  the  culture  was  again  supplied  with 
medium,  and  on  Dec.  16  fresh  growth  of  spindle-shaped  cells  was  noted.  At 
this  stage  the  culture  was  photographed  (Fig.  16),  eighteen  days  after  explanta- 
tion. The  cell  membrane  is  seen  to  be  exceedingly  delicate  and  much  thinner 
than  that  of  a  twenty-one  day  old  culture  grown  in  a  medium  of  semi-firm 
consistency  (Fig.  10).  The  tissue  protuberances  are  much  longer  and  nar- 
rower, and  some  of  the  cells  are  as  fine  as  threads.  The  migration  of  cells  is 
very  active. 

Similar  conditions  obtained  in  the  case  of  Culture  B  81,  which  was  likewise 
started  on  Nov.  28  in  pure  frog  medium.  By  Dec.  2  a  narrow  rim  of  epithelium 
with  long  protuberances  and  columns  of  thread-like  cells  had  formed.  On  Dec. 
13,  one  day  after  the  medium  had  been  changed  for  the  eighth  time,  long  fusi- 
form cells  still  projected  from  the  rim  of  membrane,  and  on  Dec.  14  the  mem- 
brane had  agalh  greatly  increased  in  size.  On  Dec.  16,  after  two  more  changes 
of  medium,  the  rim  of  tissue  was  still  growing  and  projecting  long  processes 
into  the  medium.  By  Dec.  19  the  entire  membrane  had  become  loosened  up 
and  an  enormous  number  of  bipolar  fusiform  and  round  cells  could  be  seen 
in  the  plasma  which  had  partially  liquefied.  The  cells  had  strayed  to  the  very 
limits  of  the  drop  of  plasma.  Fig.  17  shows  the  living  culture  photographed 
on  the  same  day  (twenty-one  days  after  explantation).  The  spherical  zone  of 
liquefaction  can  be  plainly  seen,  containing  innumerable  fusiform  and  round 
cells. 

The  behavior  described  above  of  the  membranes  of  cells  in  connection  with 
the  old  tissue  fragment,  is  likewise  characteristic  of  Individual,  isolated  frag- 
ments of  membrane  when  grown  in  daughter  cultures.  Fig.  18  shows  an  iso- 
lated fragment  of  membrane  (Culture  B  100  a)  in  a  firm  medium  (F.PI.  +  F.E. 
-f  Ch.Pl. -f  Ch.E.),  and  Fig.  19  represents  a  fragment  of  a  tissue  membrane 
(Culture  B  119  a)  in  a  soft  medium  (F.PI.  +  F.E.).  The  former  was  taken 
from  Culture  100,  the  latter  from  Culture  119.  Culture  B  100  a  produced  two 
days  after  isolation  a  fairly  thick  membrane,  consisting  of  polygonal  cells, 
whereas  in  Culture  B  119  a  twenty  hours  after  isolation  the  elongated  fusiform 
cells  had  formed  a  connective  tissue-like  network  of  cells.  The  thread-like 
columnar  cells  had  developed  exceptionally  well  in  this  culture,  and  can  be  seen 
in  great  numbers  in  Fig.  19. 


Digitized  by 


Google 


84  Epithelial  Cells  in  Cultures  of  Frog  Skin, 

At  this  stage  it  might  be  asked  whether  the  above  mentioned  vari- 
ations which  we  have  ascribed  to  differences  in  the  consistency  of  the 
medium,  should  not  rather  be  attributed  to  the  chemical  differences 
prevailing  in  the  three  kinds  of  medium,  in  view  of  the  fact  that  a 
firm  consistency  was  secured  by  the  addition  to  the  pure  frog 
medium  of  chicken  plasma  and  chicken  embryonic  extract,  which 
thus  at  the  same  time  enriched  the  culture  by  the  addition  of  the  spe- 
cific chemical  materials  characteristic  of  the  body  juices  of  a  foreign 
species. 

The  extended  period  of  growth  of  the  said  cultures  is  a  sufficient  indication 
that  these  foreign  substances  exert  no  injurious  effect  on  them.  For  reasons 
not  yet  known  it  occasionally  occurs  that  in  spite  of  the  addition  of  these  foreign 
substances,  the  medium  yet  fails  to  solidify  but  remains  soft,  and  in  such  cases 
the  form  of  the  membrane  and  cells  is  seen  to  be  identical  with  those  observed 
in  a  pure  frog  medium.  On  the  other  hand,  it  occasionally  happens  that  a 
pure  frog  medium  or  one  to  which  chicken  plasma  alone  has  been  added,  remains 
unusually  firm;  the  result  in  such  cases  will  be  the  formation  of  great  compact 
rims  of  tissue  and  polygonal  cells,  such  as  are  usually  seen  only  in  a  culture 
composed  of  F.Pl.  +  F.E.  +  Ch.Pl.  +  Ch.E.  The  following  illustrations  prove 
this  point.  Fig.  20  shows  a  culture  which  was  kept  for  about  twenty  hours  in 
a  pure  frog  medium.  The  rim  of  tissue  is  uncommonly  thick  and  consists  chiefly 
of  polygonal  cells;  only  in  the  left-hand  top  corner  have  the  cells. begun  to 
assume  a  spindle  form.  Fig.  21  is  a  two  day  old  culture  (B  13),  which  was 
kept  in  a  mixture  of  F.Pl.  +  F.E.  +  Ch.Pl.  In  this  case  the  medium  was  excep- 
tionally firm,  the  epithelium  as  a  result  thereof  exceedingly  compact,  and  the 
cells  polygonal  in  shape.  Fig.  22,  on  the  other  hand,  shows  culture  B  100  which 
was  grown  in  a  mixture  of  F.Pl.  +  F.E.  +  Ch.Pl.  +  Ch.E.,  and  which  for  a 
period  of  ten  days  possessed  an  exceedingly  compact  rim  of  tissue,  consisting 
of  polygonal  cells.  Here  cell  migration  failed  to  occur.  On  the  tenth  day  the 
culture  was  transferred  into  a  new  medium,  which  in  spite  of  being  composed 
of  the  customary  mixture  failed  to  coagulate  entirely.  The  membrane  thereupon 
immediately  assumed  the  form  characteristic  of  one  grown  in  a  serai-firm  me- 
dium ;  z//r.,  in  a  combina^tion  of  F.Pl.  +  F.E.  +  Ch.Pl.  At  the  same  time  the 
cells  became  fusiform  in  shape  and  began  to  migrate. 

Consistency  of  the  Medium  and  Form  of  the  Cells, 

We  have  shown  that  the  shape  of  the  cells  is  dependent  upon  the 
consistency  of  the  surrounding  medium.  We  have  also  shown  that 
the  fusiform  and  thread-like  epithelial  cells  of  the  connective  tissue 
type,  described  in  a  former  publication  (i),  arise  only  in  media 
of  a  semi-firm  or  soft  consistency,  whereas  epithelial  cells  grown  in 
a  firm  medium  remain  permanently  polyhedral.     These  observations 
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may  be  considered  as  a  distinct  advance,  as  they  furnish  informa- 
tion regarding  the  causes  governing  the  shape  of  the  cells.  Never- 
theless, we  can  not  yet  arrive  at  a  complete  understanding  of  this 
important  morphological  phenomenon,  for  we  are  confronted  by 
the  question  as  to  how  and  why  the  shape  of  the  cells  is  affected 
by  change  in  the  consistency  of  the  medium.  Neither  our  own 
experiments  nor  those  of  others  at  present  offer  a  satisfactory  ex- 
planation; but  it  is  important  definitely  to  realize  along  what  lines 
among  the  knowledge  and  facts  at  our  disposal  we  should  search 
for  a  solution  of  the  problem. 

Our  point  of  departure  is  a  two- fold  phenomenon:  first  the  in- 
creased cell  migration  in  a  soft  medium;  and  second  the  difference 
in  the  shape  of  the  cells  consequent  upon  the  varying  firmness  of  the 
medium. 

Burrows  was  the  first  to  consider  in  an  exhaustive  manner  the  effect  of  the 
dilution  of  plasma  on  the  growth  of  tissue.  He  found  that  the  cells  move  more 
rapidly  and  actively  in  plasma  which  has  been  diluted  with  tissue  juices  than 
in  undiluted  plasma,  and  he  attributes  this  fact  chiefly  to  the  reduction  in  the 
fibrin  content  of  the  medium,  consequent  upon  this  dilution  (3),  and  secondly, 
to  the  reduced  density  of  the  medium  (4).  From  his  demonstrations,  however, 
we  fail  to  learn  that  by  diluting  the  plasma  the  fibrin  content  was  diminished, 
for,  according  to  Burrows,  upon  pressing  out  the  liquid  portion  of  the  medium 
a  firm  block  of  fibrin  again  remained,  which  although  reduced  in  thickness  had 
nevertheless  preserved  its  consistency. 

Be  that  as  it  may,  the  problem  of  a  reduction  in  the  content  of 
fibrin  is  not  involved  in  our  method,  for  in  the  media  which  contained 
relatively  the  largest  quantity  of  fibrin  (F.Pl.  +  F.E.  +  Ch.Pl.)  the 
migration  of  cells  was  considerable,  whereas  in  the  media  which  con- 
tained less  fibrin  but  more  muscle  extract  (F.Pl.  +  F.E.  +  Ch.Pl.  + 
Ch.E.)  no  migration  whatever  took  place.  As  a  matter  of  fact 
the  relation  between  the  cell  migration  and  fibrin  content  was  exactly 
the  reverse  from  what  would  have  been  expected  according  to  Bur- 
rows. With  respect  to  density,  however,  our  findings  agree  with 
those  of  Burrows.  The  maximum  density  coincides  with  a  complete 
lack  of  isolated  migrating  cells,  whereas  in  a  pure  frog  medium,  i.  e., 
one  possessing  a  minimum  density,  the  cells  become  detached  from 
the  tissue  membrane  and  stray  out  into  the  medium  in  enormous 
quantities. 
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The  form  of  the  cells  is  closely  connected  with  their  movement; 
both  phenomena  originate  from  the  same  cause.  By  careful  investi- 
gation of  the  above  facts  it  will  remain  evident  that  neither  can  be 
ascribed  to  "  activity  "  on  the  part  of  the  cells,  but  are  purely  passive 
phenomena.  The  cell  is  impelled  to  move,  and  it  receives  its  form 
by  the  same  processes  which  necessitate  movement,  for  which  reason 
these  two  phenomena  must  be  studied  in  combination. 

We  shall  consider  the  various  forms  of  cells  in  succession,  beginning  with 
the  fusiform  cells  at  the  phase  of  their  evolution  from  the  polygonal  type.  This 
can  be  done  without  difficulty  by  selecting  specimens  whose  medium  is  under- 
going a  change  from  the  firm  to  the  soft  stage.  Here  we  at  once  remark  that 
the  spindle-shaped  cells  are  invariably  formed  from  the  border  cells  which  are 
surrounded  on  three  sides  by  the  soft  medium ;  tliey  never  arise  from  the  poly- 
hedral cells  situated  in  the  more  central  parts  of  the  membrane  where  the  latter 
is  three  to  four  layers  thick.  The  border  cells,  as  well  as  all  the  other  cells  con- 
stituting the  membrane,  possess  a  clearly  differentiated  ecto-  and  endoplasm. 
The  latter  is  relatively  dense  and  foamy  in  structure,  containing  vacuoles,  granu- 
lations, and  the  nucleus.  The  ectoplasm,  on  the  other  hand,  is  homogeneous, 
and  only  plainly  visible  when  the  light  in  the  microscope  is  partly  shut  off 
(Figs.  9  and  9  a).  The  above  facts  can  be  clearly  distinguished  in  preparations 
in  toto,  which  have  been  fixed  with  formol  and  stained  with  Giemsa  (Fig.  12). 
The  transition  from  the  polygonal  to  the  fusiform  shape  of  the  cells  is  a  gradual 
process.  First  of  all  the  ectoplasm  projects  from  the  edge  of  the  membrane 
into  the  medium  in  the  form  of  one  or  more  exceedingly  delicate  but  broad 
processes.  This  results  at  first  in  the  cell's  assuming  a  flask-shaped  form  (Fig. 
9  a  la),  and  moving  out  into  the  medium.  Many  of  the  cells,  however,  do  not 
become  immediately  disconnected  upon  starting  this  movement,  but  remain 
attached  on  one  side  to  several  of  the  back-lying  cells  of  the  membrane,  which 
often  results  in  the  posterior  end  of  the  projecting  cell  becoming  long  drawn  out 
(Fig.  12  a.  Fig.  9  b  la).  As  soon  as  this  connection  is  severed  the  posterior 
side  of  the  cell  usually  contracts  immediately,  sometimes  also  the  anterior  end 
(Fig.  9  a  III,  9  b  Ila),  after  which  the  ectoplasm  gradually  disperses  into  the 
medium  again  from  the  anterior  end  of  the  cell,  the  posterior  end  again  becom- 
ing drawn  out  into  a  long  projection  (Fig.  9  a  IV  and  Fig.  9  b  III  a).  By  means 
of  these  processes  uni-,  bi-,  and  tripolar  fusiform  cells  are  formed.  This  migra- 
tion of  the  peripheral  cells  causes  the  cells  situated  nearer  the  center  of  the 
membrane  to  be  brought  into  contact  with  the  medium,  whereupon  they  undergo 
the  same  changes  as  the  cells  which  first  migrated.  From  the  circumstance  that 
the  migrating  cells  fail  to  become  dissociated  immediately  from  the  remaining 
cells  of  the  membrane  the  latter  similarly  become  drawn  out,  and  thus  chains 
or  triangular  processes  are  formed  composed  of  elongated  cells. 

If  we  base  our  conclusions  on  the  fact  that  the  dispersion  of  the 
peripheral  cells,  which  initiates  the  change  in  form,  as  well  as  the 
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movements  of  the  polyhedral  cells,  occurs  only  in  comparatively  soft, 
but  never  in  firm  media,  the  fact  is  thus  primarily  established  that 
the  consistency  of  the  medium  is  highly  instrumental  in  causing  these 
phenomena.  Thus,  there  must  exist  a  definite  relation  between  the 
consistency  of  the  medium  and  the  consistency  of  the  cytoplasm  in 
order  that  the  movement  of  the  cells  may  be  initiated.  Additional 
light  is  thrown  on  this  problem  by  a  consideration  of  the  observations 
which  led  Burrows  to  the  formulation  of  his  well  thought  out  theory 
of  cellular  movement ;  for  our  own  experiments  fail  to  account  for 
the  dissociation  from  the  tissue  of  the  first  migrating  cells  and  the 
subsequent  temporary  contraction  of  their  posterior  end. 

Burrows  has  proved  that  the  mechanical  laws  underlying  the  movements  of 
the  cell  are  identical  with  Jacques  Loeb*s  tropisms.  According  to  Burrows,  cells 
which  are  surrounded  by  a  medium  containing  a  uniform  distribution  of  metab- 
olic products  are  invariably  spherical  in  shape  in  consequence  of  uniform  con- 
traction of  the  cytoplasm  on  all  sides  of  the  periphery  of  the  cell.  A  culture, 
however,  which  has  been  freshly  supplied  with  medium,  does  not  possess  this 
uniform  distribution  of  metabolic  products,  for  these  are  found  in  greatest  con- 
centration in  the  proximity  of  the  original  fragment,  and  in  least  concentration 
near  the  edge  of  the  drop  of  medium.  Thus,  only  the  posterior  end  of  the  cell, 
vie.,  that  adjoining  the  old  fragment  of  tissue,  will  become  contracted.  By 
means  of  repeated  contraction  of  the  posterior  end  and  flowing  out  of  the  ante- 
rior end  the  cell  is  induced  to  move  away  from  the  old  fragment. 

This  brilliant  theory  which  is  based  on  a  series  of  painstaking  ob- 
servations lacks,  however,  one  point ;  it  fails  to  explain  the  extension 
of  the  anterior  end  of  the  cell.  Our  observations,  therefore,  here 
serve  as  a  supplement  to  those  of  Burrows  and  are  as  follows :  The 
cell  plasma  in  flowing  out  simply  obeys  the  law  of  gravity,  and  this 
movement  is  initiated  at  the  moment  when  the  relation  between  the 
consistency  of  the  medium  and  the  consistency  of  the  cell  plasma 
has  attained  a  certain  value,  not  yet  ascertained,  brought  about  by 
the  reduction  of  the  firmness  of  the  medium. 

This  explanation  likewise  accounts  for  the  shape  of  the  fusifonn 
cells;  that  is,  of  the  unipolar  ones.  But  even  the  bipolar  form  as- 
sumed by  the  migrating  cells  might  be  explained  thus.  We  have 
seen  that  the  peripheral  cells,  the  free  ends  of  which  flow  out  into 
the  medium,  remain  connected  with  the  back-lying  cells  for  some  time 
longer,  causing  a  passive  elongation  of  the  posterior  end  to  take 
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place.  Later  this  connection  is  severed  and  the  posterior  end  of 
the  cell  again  becomes  first  contracted  and  then  elongated.  It  may 
safely  be  assumed  that  the  part  that  was  in  the  first  instance  played 
by  one  of  the  cells  of  the  inner  rows  is  now  assumed  by  a  fibrin- 
thread  or  by  other  fragments  of  tissue  lying  in  the  medium,  to  which 
the  posterior  end  of  the  cell  adheres.  Thus,  contraction  can  only 
take  place  at  the  moment  that  the  tension,  which  is  threatening  the 
rupture  of  the  progressively  thinner  posterior  end,  has  attained  a 
certain  maximum,  and  is  added  to  the  contracting  force  resulting 
from  the  products  of  metabolism.  The  cell  will,  therefore,  be  com- 
pelled to  continue  its  advance,  assuming  at  times  a  bipolar  and  at 
times  a  unipolar  form. 

From  the  above  it  is  primarily  evident  that  an  isolated  cell  must  be 
invariably  accompanied  by  the  occurrence  of  the  fusiform  shape,  un- 
less the  conditions  become  changed  in  such  a  w^ay  as  to  cause  the  cell 
to  become  round  instead  (page  89).  As  the  isolation  of  cells  is 
possible  only  in  relatively  soft  media  (in  accordance  with  the  law 
of  gravitation),  we  are  unable  to  find  examples  of  fusiform  cells 
occurring  in  firm  media.  It  is  easy  to  account  for  the  polyhedral 
form  of  the  cells  in  a  firm  medium  which  are  united  to  form  a  mem- 
brane and  which,  as  in  the  case  of  the  flattened  form  assumed  by 
the  cells  attached  to  a  firm  base,  must  be  a  result  of  surface  tension. 
If  in  addition  the  cells  are  made  to  adhere  to  a  firm  base  they  become 
flat  instead  of  polygonal  in  shape.  For  this  reason  the  cells  situated 
over  the  connective  tissue  of  the  explanted  fragment  are  always  flat, 
whereas  the  cells  which  are  distributed  on  all  sides  in  the  form  of  a 
compact  membrane  and  are  uniformly  surrounded  by  the  firm 
medium,  take  on  a  polygonal  shape,  even  if  they  were  originally  flat, 
as  happens  in  the  case  of  the  cells  of  the  middle  epithelial  layers. 
The  cell  retains  this  polyhedral  shape  until  the  firmness  of  the  me- 
dium is  reduced  to  the  point  at  which  it  is  possible  for  the  border 
cells  to  flow  out. 

Thus  we  see  that  the  cells'  adoption  of  the  polyhedral  and  fusi- 
form shapes  is  not  an  active  process,  and  not  confined  to  a  definite 
class  of  cells ;  for  the  epithelial  cells  can  also  become  passively  fusi- 
form, in  which  condition  it  is  hard  to  distinguish  them  frbm  con- 
nective tissue  cells.     There  is  no  doubt  that  the  thread-like  columnar 
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cells  are  likewise  passively  transformed  epithelial  cells;  this  change 
can  at  any  time  be  observed  in  living  cultures.  They  originate 
through  tension  from  the  polyhedral  cells  and  are  always  seen  toi 
occur  at  places  where  the  membrane  has  become  torn  and  holes  are 
formed  in  the  tissue  membrane.  This,  however,  only  occurs  in  semi- 
firm  and  soft  media.  In  both  media  the  peripheral  cells  wander 
more  rapidly  than  the  other  cells,  because  a  greater  portion  of  their 
surface  is  in  contact  with  the  medium.  By  this  means  continuous 
tension  is  exerted  on  the  central  parts  of  the  membrane,  and  the  outer 
parts  are  thus  gradually  disconnected  from  the  inner.  The  cells 
which  are  slow  in  giving  up  their  connection  become  exceedingly 
drawn  out  before  breaking  oflF,  as  occurs  in  the  case  of  the  posterior 
end  of  the  fusiform  cells,  and  they  thus  bridge  over  the  holes  which 
have  been  formed.  To  this  must  be  added  in  soft  media  the  forma- 
tion of  vacuoles,  by  which  the  same  result  is  eflfected. 

We  must  now  endeavor  to  account  for  the  form  of  the  round  cells, 
of  which  mention  has  repeatedly  been  made.  Round  cells  are 
found  in  all  the  media  employed.  The  liquid  medium  contains  them 
to  the  exclusion  of  all  other  forms  (Fig.  17)  whereas  they  are  but 
rarely  found  in  a  firm  medium  and  only  under  special  conditions. 
In  media  which  have  liquefied  but  a  few  hours  after  the  preparation 
of  the  culture,  membrane  formation  never  occurs,  but  all  the  cells 
rapidly  become  converted  to  the  round  type,  and  the  entire  rim  of 
cells,  even  if  when  originally  cultivated  in  a  firm  medium  it  con- 
sisted of  a  membrane  of  tissue,  is  then  seen  to  be  composed  of  loose 
round  cells,  irrespective  of  the  frequency  of  the  change  of  medium. 
In  many  cases  the  fusiform  cells,  after  wandering  about  for  a  long 
time  in  an  isolated  state,  become  surrounded  with  a  zone  of  liquid 
and  then  likewise  become  round  in  shape. 

The  round  cells  (Fig.  23)  are  distinguished  from  the  other  vari- 
eties by  the  fact  that  their  cytoplasm  almost  always  assumes  a  purple 
color  in  cultures  stained  with  Giemsa,  which  suggests  a  diflference  in 
the  chemical  constitution  of  the  round  cell.  Many  of  them  possess 
a  normal  nucleus,  some  a  pycnotic  one  (Fig.  23  a),  and  others  no 
nucleus  at  all.  Even  cultures  which  have  undergone  complete  loos- 
ening up  and  are  surrounded  by  a  fluid  medium  are  still  seen  to  con- 
tain a  considerable  number  of  normal  round  cells.     Thus,  the  round 
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cell  seen  in  Fig.  23  c  originated  in  a  culture  (B  81)  which  had  un- 
dergone complete  loosening  up  (Fig.  17). 

It  is  seen  that  the  round  cells  are  yet  alive  from  the  circumstance 
that  many  of  them  resume  the  fusiform  shape  as  soon  as  they  are 
placed  in  an  appropriate  medium.  This  was  seen  to  occur  in  living 
cultures  observed  under  the  above  conditions.  Moreover,  it  is  also 
possible  in  living  cultures  to  witness  the  conversion  of  fusiform  into 
round  cells.  Fig.  24  shows  a  cell  of  a  twenty-two  day  old  culture  in 
the  process  of  transformation  from  the  fusiform  to  the  round  shape ; 
it  is  moving  around  in  the  niedium.  Here  a  dark,  yellowish  endo- 
plasm,  filled  with  vacuoles  and  granulations,  can  be  distinguished 
from  a  light,  homogeneous  ectoplasm.  The  latter  is  in  constant  wave- 
like motion.  The  changes  in  shape  are  continuous  and  very  rapid  in 
comparison  with  those  of  the  fusiform  cells.  This  particular  cell 
wandered  about  in  every  direction,  alternately  approaching  and  leav- 
ing the  fragment,  but  never  continuing  for  long  in  the  same  direction. 

Burrows  found  that  the  cells  assumed  a  round  form  when  they 
were  placed  into  a  medium  containing  evenly  distributed  products 
of  metabolism.  Nevertheless,  the  facts  appear  to  us  to  argue  that 
in  addition  to  the  chemical  constitution  of  the  medium  account  should 
also  be  taken  of  the  consistency  of  the  latter,  in  view  of  the  fact  that 
in  liquid  media  round  cells  only  were  seen,  and  that  the  spindle-shaped 
cells  in  the  non-liquid  media  always  become  spherical  when  sur- 
rounded by  a  small  quantity  of  liquid.  It  may  be  suggested  that  the 
relation  between  the  chemical  constitution  of  the  medium  and  that 
of  the  plasma  on  the  one  hand,  and  the  relation  between  the  con- 
sistency of  the  medium  and  that  of  the  plasma  on  the  other 
hand  are  also  instrumental  in  determining  the  form  of  the 
cell.  The  point  whether  the  round  cells  are  normal  or  degenerate 
must  depend  on  the  length  of  time  that  they  have  ceased 
movement.  Round  cells  which  have  been  stationary  for  a  long 
period  of  time  doubtless  degenerate  as  a  result  of  the  progres- 
sively deteriorating  quality  of  the  surrounding  medium  consequent 
upon  metabolism.  These  are  the  round  cells  in  which  the  nucleus  is 
either  pycnotic  or  entirely  absent.  At  all  events,  it  would  be  erro- 
neous to  designate  the  round  cell  per  se  as  a  degenerate  form. 

In  this  section  we  have  seen  that  the  shape  of  the  cell  is  not  an 
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active  manifestation  on  the  part  of  the  cell,  nor  even  connected  with 
the  cellular  functions  or  with  the  origin  of  the  cell  (connective  tissue 
or  epithelium).  The  form  of  the  cell  is  in  no  way  connected  with 
the  morphologic  character  possessed  by  it  while  in  the  organism, 
which  it  introduces  into  the  culture ;  on  the  contrary,  the  flatly  polyg- 
onal epithelial  cell  can  be  made  to  assume  a  polyhedral,  fusiform,  or 
round  shape,  if  the. relation  between  the  chemical  constitution  and  the 
consistency  of  the  medium  on  the  one  hand,  and  of  the  cell  plasma 
on  the  other,  be  varied  accordingly.  Certain  forms,  such  as  the 
thread-like  form  of  the  columnar  cells  and  of  the  posterior  end  of 
the  bipolar  spindle-shaped  cells,  are  produced  directly  through 
tension. 

We  wish  to  mention  that  the  method  used  by  us  possesses  many 
disadvantages,  which,  however,  we  intend  to  rectify  in  our  later  ex- 
periments. It  is  above  all  necessary  to  utilize  a  medium  which  is 
either  less  exposed  to  a  spontaneous  variation  of  its  consistency,  or 
one  at  least  in  which  this  factor  can  be  strictly  controlled.  In  our 
subsequent  investigations  we  shall  endeavor  to  utilize  media,  the  con- 
sistency and  firmness  of  which  may  be  accurately  expressed  in  math- 
ematical terms.  Owing  to  the  fact  that  our  investigations  bearing 
on  this  point  are  not  yet  sufficiently  advanced,  they  can  not  here  be 
taken  into  consideration. 

Form  and  Function  of  the  Cells. 

If  in  our  work  with  cultures  we  are  able  to  observe  how  through 
external  agents  a  change  of  form  is  imposed  upon  the  epithelial  cells, 
rendering  them  very  similar  to  the  connective  tissue  cells,  it  is  but 
reasonable  that  these  observations  should  be  borne  in  mind  when  we 
return  to  an  examination  of  the  cells  in  the  organism  itself. 

Hitherto  the  relations  existing  in  the  organism  have  not  been  in- 
vestigated from  this  point  of  view;  on  the  contrary,  the  study  of  the 
shape  of  cells  and  organs  has  been  conducted  from  a  standpoint  ac- 
cording to  which  they  are  considered  as  an  expression  of  cellular 
activity  and  as  a  consequence  of  cellular  function.  Moreover,  the 
study  of  these  relations  in  the  organism  itself,  with  exact  methods 
subject  to  the  control  of  the  observer,  is  a  problem  much  more  diffi- 
cult to  compass. 
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Nevertheless,  we  believe  that  by  observations  allied  to  those  above 
described  we  shall  be  led  to  a  clearer  understanding  of  the  morpho- 
logical character  of  the  cell  than  is  possible  by  the  adoption  of  other 
methods  which  proceed  from  the  theory  of  functional  adaptation. 

The  phenomena  observed  in  the  cultures  likewise  obtain  in  the 
epithelia  in  the  organism.  For  example,  frog  skin  epithelium  con- 
sists of  a  basal  layer  of  cuboidal  cells  and  of  several  layers  of  flatly 
polygonal  cells.  The  situation  of  the  former  is  similar  to  that  of  our 
polyhedral  membrane  cells ;  they  are  enclosed  between  two  compara- 
tively firm  media,  the  connective  tissue  and  the  more  or  less  tense  flat 
epithelial  cells.  It  is,  therefore,  not  surprising  that  they  possess  a 
similar  form.  It  may  be  that  the  remaining  flat  cells  of  the  epithe- 
lium owe  their  form  to  the  tension  there  prevailing,  a  condition  which 
can  not  be  similarly  produced  in  the  cultures  by  artificial  means.. 
The  flat  cells  of  the  cultures  always  originate  at  places  where  the  cells 
lie  between  two  media  of  different  firmness;  in  such  cases  they  ap- 
pear to  be  pressed  flat  to  the  firmer  of  the  two  media  by  means  of 
adhesive  forces.  Flat  cells  of  this  type  either  adhere  to  the  cover- 
glass  (Harrison,  Lambert,  etc.),  or,  as  observed  in  our  own  cultures, 
to  the  connective  tissue.  All  the  cells  which  remain  attached  to  the 
connective  tissue  become  flatly  polygonal  in  shape.  Nevertheless,  in 
the  organism  cases  are  also  seen  to  occur  in  which  the  epithelium  is 
not  under  tension  on  all  sides,  but  where  the  cells  stray  out  freely 
while  adhering  to  the  connective  tissue-like  base.  In  such  cases  all 
the  epithelial  cells  become  flat  in  form,  including  those  which  were 
previously  cuboidal  in  shape.  This  condition  is  always  found  in 
regenerating  epithelial  wounds  (5).  Here  many  epithelial  cells 
also  assume  a  spindle  form,  as  they  wander  out  from  the  edges  of 
the  wound  into  the  wound  scab,  where  they  find  similar  conditions 
to  those  prevailing  in  the  plasma  medium.  An  abundant  exudate 
in  the  wound,  containing  serum  and  fibrin,  may  furnish  a  medium 
more  or  less  soft  and  conducing  to  this  change.  Leo  Loeb  (6) 
observed  such  spindle-shaped  epithehal  cells  in  the  skin  in  process 
of  regeneration  in  rabbits  and  guinea  pigs. 

The  significance  of  these  observations  is  apparent  when  they  are  compared 
with  Champy's  interpretation  of  his  important  observations  made  in  connection 
with  tissue  cultures.     Champy   (2)   states  that  the  cells  of  some  organs  when 
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cultivated  in  blood  plasma  undergo  certain  changes  which  he  calls  "  dediffer- 
entiation."  In  cultures  of  the  kidney,  submaxillary,  parotis,  and  thyroid  from 
the  fetal  rabbit  the  cells  of  the  glandular  tubes  soon  begin  to  multiply  actively 
through  mitotic  division.  The  minute  canals  sprouting  from  the  cut  tubules  at 
first  retain  their  epithelial  character,  but  they  immediately  forfeit  their  character 
of  gland  cells.  Finally,  the  basal  membrane  of  these  canals  bursts  and  the  epi- 
thelial cells  mingle  with  the  connective  tissue  cells  of  the  interstitial  tissue.  At 
this  stage  they  also  lose  their  epithelial  character  and  in  conjunction  with  the 
connective  tissue  cells  form  a  new  tissue  which  is  completely  indefinite  in  char- 
acter. Moreover,  the  interesting  point  in  this  connection  is  the  fact  that  the 
indefinite  tissue  produced  by  all  four  organs  is  identical. 

Such  a  process  of  "  dedifferentiation,"  however,  occurs  only  in  organisms 
the  cells  of  which  undergo  mitotic  division.  Therefore,  it  fails  to  occur  in  the 
organs  of  adult  animals,  which  remain  inactive  outside  of  the  organism.  In  the 
case  of  explants  of  cartilage,  however,  although  mitotic  division  occurs,  dedif- 
ferentiation fails  to  take  place.  The  cells  simply  revert  to  a  primitive  condition, 
while  at  the  same  time  they  remain  differentiated  as  cartilage  cells. 

Thus  we  find,  as  Champy  himself  realized,  that  for  the  "  preserva- 
tion of  functional  structure"  function  itself  is  by  no  means  indis- 
pensable. For  there  are  many  organs  the  cells  of  which,  failing  to 
undergo  mitotic  division,  preserve  their  so  called  "  functional  differ- 
entiation" when  explanted.  In  this  category  we  must  include  above 
all  certain  adult  organs  in  which  loss  of  functional  structure  would 
be  expected  to  take  place  much  earlier  than  in  embryonal  organs; 
that  is,  if  the  declarations  of  those  who  support  the  theory 
of  functional  adaptation  be  correct.^  The  cartilage,  more- 
over, in  spite  of  mitotic  division,  remains  permanently  cartilage, 
although  of  a  primitive  form,  and  in  this  case  no  atrophy  from  inac- 
tivity has  occurred,  as  would  have  been  a  necessary  presupposition  in 
a  case  of  functional  adaptation.  The  case  under  consideration  is  a 
parallel  of  that  of  the  transplanted  salamander  eyes.  In  these  cases 
it  was  shown  that  although  the  animals  were  kept  in  the  dark  and 
had  had  their  optic  nerves  cut,  thus  depriving  the  eyes  of  function 
and  functional  stimulus,  these  organs  nevertheless  failed  to  lose  their 
functional  structure  (7).  Thus  far  do  the  theories  of  Champy  coin- 
cide with  the  established  facts. 

But  he  next  concludes  that  the  functional  structure  fails  to  arise  in  the  newly 
formed  cells  owing  to  the  culture's  lack  of  functional  stimulus.    He  bases  his 

2  Roux'  "  functional  period,"  which  is  supposed  only  to  commence  at  an 
advanced,  or  at  least,  postembryonal  stage. 
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theory  on  the  following  consideration.  Before  undergoing  mitosis  a  cell  first 
discards  its  diflFerentiation.  As  the  newly  formed  cells  in  the  body  are  imme- 
diately subjected  afresh  to  the  influence  of  functional  stimulus,  they  at  once 
resume  their  functional  structure;  but  in  cultures  which  are  devoid  of  all  func- 
tional stimuli  the  reestablishment  of  the  functional  structure  remains  absent. 
Champy  sets  up  this  hypothesis  immediately  after  observing  that  cartilage  fails 
to  dedifferentiate,  although  when  cultivated  its  cells  undergo  mitotic  division. 

As  a  matter  of  fact  the  problem  at  issue  in  Champy's  experiments 
must  be  looked  for  elsewhere.  If  every  cell  when  about  to  undergo 
division  renounces  its  functional  structure  and  becomes  embryonal,  as 
has  often  been  observed  to  be  the  case  and  as  Champy  himself  admits, 
it  is  evident  that  the  cells  of  the  culture,  even  when  exposed  to  func- 
tional stimuli,  can  never  take  on  their  original  functional  structure, 
as  they  continually  proceed  from  division  to  division.  It  is  therefore 
incorrect  to  assert  that  the  absence  of  functional  structure  is  to  be 
ascribed  to  absence  of  function.  The  problematic  point  is  rather  the 
fact  that  the  cells  in  the  cultures  never  have  a  chance  of  developing. 
Were  it  possible  for  them  to  do  so  they  would  simply  develop  into 
their  normal,  inherited  structures,  among  which  are  included  the 
majority  of  characters  which,  according  to  Champy,  are  functional 
structures.  That  part  of  the  structure,  however,  which  owes  nothing 
to  the  factor  of  inheritance  is  seen  to  arise  passively  in  the  cell,  even 
in  the  absence  of  functional  stimulus,  as  soon  as  any  forces  are 
brought  to  bear  upon  it  (8). 

We  should  like  to  recall  the  interesting  experiments  of  Burrows 
in  connection  with  heart  muscle  cells,  as  bearing  on  the  question  of 
the  relation  between  development  and  differentiation  in  the  cultivated 
■cells.  These  heart  muscle  cells  can  be  artificially  reduced  to  a  con- 
dition at  which  cell  division  takes  place,  at  which  stage  they  also 
undergo  "  dedifferentiation.''  If,  however,  the  cell  division  is  inter- 
cepted the  cell  is  able  to  develop,  and  upon  reaching  the  end  of  its  de- 
velopment it  begins  to  pulsate  normally,  independently  of  the  opera- 
tion of  any  specific  functional  stimuli. 

It  is,  however,  incomprehensible  how,  for  instance,  "  lack  of  func- 
tion "  in  the  culture  can  be  designated  as  the  cause  of  the  difference 
existing  between  the  cultivated  and  the  fetal  parotic  cells,  in  view  of 
.the  fact  that  this  lack  of  function  exists  in  the  body  itself.  For  at 
;the  embryonic  stage  the  parotid  of  the  rabbit  has  not  yet  begun  to' 
iunctionate. 


Digitized  by 


Google 


Eduard  Vhlenhuth.  95 

Finally,  we  must  again  revert  to  Champy's  observations  on  the 
explanted  cartilage. 

Thoma  (9)  has  repeatedly  attempted  to  replace  Roux'  doctrine  of  functional 
adaptation  by  a  new  theory,  which  he  designates  as  histomechanism  and  histo- 
chemistry. According  to  Thoma's  histomechanical  laws,  cartilage  can  be  formed 
from  connective  tissue  only  when  the  forces  of  pressure  and  tension  have  reached 
a  certain  maximum ;  as  soon  as  they  fall  below  this  degree  the  cartilage  is  unable 
to  subsist  and  reverts  to  connective  tissue. 

As  has  been  recognized  by  Roux,  this  theory  is  fundamentally  iden- 
tical with  the  theory  of  functional  adaptation;  the  difference  is  only 
one  of  name,  as  was  shown  in  the  case  of  the  cartilage  cultures.  For 
it  was  seen  that  although  the  conditions  of  pressure  prevaiHng  in  the 
plasma  cultures  differ  essentially  from  those  found  in  the  body,  the 
cartilage  nevertheless  continues  to  exist  as  such.  Its  cells  by  no 
means  revert  to  the  connective  tissue  type  of  cell,  but  they  merely 
assume  a  more  primitive  character  as  a  consequence  of  the  mitotic 
divisions  to  which  they  are  subjected.  Here,  therefore,  the  theory 
of  functional  stimulus  is  again  at  fault. 

In  conclusion  we  should  like  to  call  attention  to  another  hypo- 
thesis of  recent  origin,  by  which  it  is  sought  to  explain  the  variations 
in  the  morphological  characters  of  the  cultivated  cells.  We  refer  to 
Champy's  so  called  theory  of  **  inhibition ''  (10),  a  hypothesis  no 
less  obscure  than  that  of  functional  adaptation. 

Champy  noticed  that  a  tissue  fails  to  dedifferentiate  if  it  is  explanted  together 
with  another  "antagonistic"  tissue,  although  when  cultivated  alone  it  rapidly 
undergoes  dedifferentiation.  When  connective  tissue  and  epithelium  are  culti- 
vated together,  the  latter  not  only  fails  to  dedifferentiate,  but  as  in  the  cases  of 
cicatrization  of  wounds,  it  grows  around  the  connective  tissue  and  remains  a 
typical  epithelium. 

This  observation  of  Champy's  is  accurate,  and  we  have  already 
reported  similar  findings  in  a  previous  communication  (i).  By  the 
above  described  process  we  even  succeeded  in  obtaining  minute  epi- 
thelial organisms,  filled  with  connective  tissue.  But  upon  making  an 
extensive  examination  of  600  cases  we  discovered  that  this  result  was 
but  rarely  obtained,  and  only  in  cases  where  the  connective  tissue  was 
considerably  firmer  than  the  surrounding  medium.  In  such  cases 
the  cells  are  pressed  on  to  the  connective  tissue  by  means  of  simple 
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adhesion,  just  as  under  certain  conditions  the  cells  in  a  firm  medium 
may  be  pressed  on  to  the  still  firmer  cover-glass.  The  fact  that  this 
results  in  their  assuming  a  flat  polygonal  shape  can  certainly  not  be 
attributed  to  any  inhibiting  influences,  but  simply  to  the  force  by 
which  they  are  being  pressed  against  the  base.  Moreover,  the  state- 
ment that  the  epithelial  cells  always  dedifferentiate  as  soon  as  they 
wander  out  into  the  medium  is  incorrect,  for  in  firm  media  in  which 
the  epithelial  cells  migrate  into  the  medium,  they  remain  united 
in  the  form  of  an  epithelial  membrane  and  also  preserve  the  typical 
form  of  the  epithelial  cell.  The  fact  that  the  cells  which  in  the  body 
were  flat  in  shape  under  these  circumstances  also  assume  a  polyhedral 
form  is  to  be  ascribed  to  purely  physical  influences.  Chanipy  him- 
self has  shown  that  the  cells  remain  united  in  the  form  of  a  mem- 
brane ;  but  he  believes  that  these  cells  are  not  epithelial,  because  the 
mitotic  spindles  are  situated  parallel  instead  of  vertical  to  the  plane 
of  extension  of  the  membrane.  This  latter  fact  we  have  observed 
to  be  correct  (Fig.  5)  ;  nevertheless,  it  would  be  a  mistake  to  assert 
that  such  a  phenomenon  never  occurs  in  true  epitheha,  nor  in  the 
organism  itself.  Fig.  25  shows  the  regenerating  epithelium  in  the 
tail  of  a  tadpole  {Rana  pipiens).  Such  a  regenerating  epithelium 
shows  many  examples  of  mitosis  in  which  the  spindle  is  parallel 
to  the  surface  of  the  cutis;  we  have  one  such  example  in  our  figure. 
No  one  would  venture  to  state  that  regenerating  epithelium  is  not 
true  epithelium,  and  for  that  reason  we  must  consider  Champy's 
judgment  to  be  inaccurate.  The  epithelium  loses  its  inherent  char- 
acteristics only  when  the  cells  are  placed  in  a  soft  or  semi-firm 
medium  (according  to  our  relative  nomenclature),  where  the  cyto- 
plasm begins  to  disperse  and  the  cells,  now  fusiform  in  shape,  begin 
to  separate,  owing  to  the  movements  which  are  being  initiated. 
Then  only  does  it  become  hard  to  distinguish  them  from  the  ordinary 
connective  tissue  type  of  the  cultures.  Thus,  the  above  processes  are 
by  no  means  caused  by  the  suspension  of  some  inhibiting  influence, 
but  simply  through  the  physical  changes  in  and  around  the  cell. 

The  technique  of  tissue  cultivation  permits  us  to  study  the  ele- 
mentary parts  of  organs  (the  cells)  with  great  exactitude.  The 
more  we  are  enabled,  by  means  of  our  modern  methods  of  technique, 
to  pursue  this  detailed  study,  the  more  are  we  able  to  dispense  with 
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the  theories  of  "  inhibiting  influences "  and  "  functional  stimuli/' 
By  means  of  the  above  experiments  in  which  we  have  shown  that 
the  form  of  the  cell  is  dependent  on  the  relation  existing  between  the 
consistency  of  the  medium  and  that  of  the  cell  plasma,  we  believe  to 
have  added  some  small  contribution  toward  the  attainment  of  this 
end.  Changes  in  the  consistency  of  these  two  substances,  such  as 
can  be  introduced  into  the  culture  by  means  of  chemical  procedures, 
result  in  a  variation  in  the  shape  of  the  cell.  Two  additional  factors 
of  importance  are,  moreover,  surface  tension  and  adhesion,  as  was 
earlier  shown  by  other  investigators.  But  the  effect  produced  by 
these  latter  must  similarly  depend  upon  the  relative  consistency  of 
the  medium  and  of  the  cell  plasma.  The  next  point  of  importance 
will  be  to  establish  the  mathematical  values  of  this  relation,  as  ap- 
plied to  the  various  forms  of  cell.  It  is  our  intention  to  consider 
this  aspect  of  the  problem  in  subsequent  investigations. 

SUMMARY. 

1.  Fragments  of  skin  from  the  leopard  frog  (Rana  pipiens)  were 
cultivated  in  media  of  varying  consistency.  A  mixture  of  frog 
plasma,  frog  muscle  extract,  chicken  plasma,  and  chicken  embryo 
extract  usually  produced  a  very  firm  medium;  a  mixture  of  frog 
plasma,  frog  muscle  extract,  and  chicken  plasma,  one  less  firm  (semi- 
firm)  ;  and  a  mixture  of  frog  plasma  and  frog  muscle  extract  a 
medium  of  a  consistency  varying  from  soft  to  liquid. 

2.  (a)  In  a  firm  medium  the  cells  which  migrate  into  the  medium 
are  polyhedral  (polygonal  when  seen  from  above)  in  form,  which 
shape  they  retain  permanently.  They  remain  united  in  a  compact 
membrane,  the  central  parts  of  which  consist  of  several  (three  to 
four)  layers  of  cells.  Migration  of  isolated  cells  into  the  medium 
does  not  take  place. 

(&)  In  the  semi-firm  media  the  cells  situated  at  the  edge  of  the 
membrane  become  fusiform  in  shape,  gradually  detach  themselves 
from  the  membrane,  and  stray  out  individually  into  the  medium. 
This  causes  the  membrane  to  become  loose  in  character,  and  to  con- 
tain holes,  while  its  edges  at  the  same  time  become  very  irregular  and 
send  out  pointed  projections. 
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(c)  In  a  soft  medium  the  cells  are  fusiform  or  thread-like  in  shape. 
The  migration  of  isolated  cells  is  much  more  pronounced  than  in  the 
semi-firm  media,  as  a  result  of  which  the  membrane  undergoes  con- 
stant and  rapid  loosening  up.  By  this  means  whole  portions  of  the 
membrane  become  detached  and  their  separate  parts  are  at  first  united 
by  the  thread-like  columnar  cells,  which  become  drawn  out  in  the 
form  of  long  threads  upon  the  separation  of  the  individual  sections 
of  the  membrane.  The  loosening  up  of  the  membrane  is  further 
assisted  by  liquefaction  and  the  consequent  formation  of  vacuoles; 
the  latter  process  likewise  results  in  the  formation  of  thread-like  col- 
umnar cells. 

(d)  Liquid  media  contain  only  round  cells. 

3.  This  serves  to  explain  numerous  internal  processes  of  the  or- 
ganism, especially  certain  changes  of  form  observed  by  Leo  Loeb  in 
transplantations  of  wound  scabs  and  of  skin;  the  conditions  arti- 
ficially produced  by  Leo  Loeb  must  have  eflfected  a  change  in  the 
consistency  of  the  medium. 

4.  It  has  been  shown  that  it  is  unnecessary,  for  a  satisfactory 
explanation  of  the  above  findings,  to  have  recourse  to  the  theories  of 
'*  functional  stimulus "  or  '*  inhibiting  influences/'  by  means  of 
which  Champy  wished  to  account  for  the  variations  in  the  mor- 
phological character  of  the  cells. 

I  wish  here  to  acknowledge  my  indebtedness  to  Mr.  Louis  Schmidt, 
for  the  care  with  which  he  has  made  the  photographic  reproduc- 
tions of  my  cultures.  Mr.  Schmidt  has  succeeded  in  working  out  a 
new  method  for  counteracting  the  destructive  effects  of  the  con- 
densation of  water  which  is  apt  to  occur  in  the  cultures  when  ex- 
posed to  the  rays  of  the  arc  light  after  having  been  previously 
kept  at  a  low  temperature  (21°  to  23°  C). 
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EXPLANATION  OF  PLATES. 
Plate  6. 

Fig.  I.  Frog  skin,  cultivated  in  a  firm  medium  (F.Pl.  +  F.E.  -|-Ch.Pl.  -f 
Ch.E.)  ;  about  twenty  hours  after  explantation.  A  dense  membrane  of  polyg- 
onal epithelial  cells  surrounds  the  old  fragment.  A  small  vacuole  still  exists 
on  the  right  side  only,  which  has  caused  some  cells  to  become  elongated.  Cul- 
ture B  174;  Giemsa  stain;  magnification  X  30. 

Fic.  2.  Frog  skin,  cultivated  in  a  semi-firm  medium  (F.Pl.  +  F.E.  +  Ch.Pl.)  ; 
three  days  after  explantation.  Part  of  the  cell  membrane,  fairly  remote  from 
the  border  of  the  membrane,  where  the  latter  still  consists  of  two  to  three  layers 
of  cells.  As  shown  by  this  cross-section,  they  are  cuboidal  in  shape;  as  shown 
in  Fig.  8,  seen  from  above,  they  are  polygonal.  Therefore  their  actual  shape  is 
polyhedral.  Camera  lucida  drawing;  Culture  7.  Cross-sections  stained  with 
Giemsa  solution  after  fixation  in  potassium  bichromate,  70  per  cent ;  glacial  acetic 
acid,  20  per  cent;  formalin,  10  per  cent;  magnification,  Leitz  oc.  3;  obj.  1/12,  oil 
immersion ;  tube  170. 

Fig.  3.    Frog  skin,  cultivated   in  a  firm  medium    (F.Pl.  +  F.E. -f  Ch.Pl.  + 
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Ch.E.)  ;  about  twenty  hours  after  explantation.  A  piece  of  the  border  of  the 
cell  membrane,  seen  from  above,  where  the  cells  have  a  polygonal  shape.  The 
spaces  between  the  cells  are  artificially  produced.  Camera  lucida  drawing. 
Culture  B  169.  In  toio  preparation,  stained  with  Giemsa  solution  after  fixation 
in  formalin  2  per  cent;  magnification,  Leitz  oc.  3;  obj.  6;  tube  160. 

Plate  7. 

Fig.  4.  Frog  skin,  cultivated  in  a  firm  medium  (F.Pl.  +  F.E.  +  Ch.Pl. -f 
Ch.E.)  ;  six  days  after  explantation.  A  dense  membrane  of  polygonal  cells 
(epithelial)  surrounds  the  original  fragment  No  cells  migrate  out  of  the  mem- 
brane into  the  medium.     Culture  B  1 14 ;  Giemsa  stain ;  magnification  X  30. 

Fig.  5.  Border  of  the  cell  membrane  of  the  same  culture  as  seen  in  Fig.  4, 
highly  magnified.  The  shape  of  the  cells  is  shown  in  a  firm  medium ;  they  are 
polygonal,  even  those  situated  at  the  edge  of  tlie  membrane.  Two  of  the  cells 
are  undergoing  mitotic  division.  Culture  B  114;  Giemsa  stain;  magnification 
X  1,000. 

Plate  8. 

Fig.  6.  Frog  skin,  cultivated  in  a  firm  medium  (F.Pl.  +  F.E.  +  Ch.Pl.  + 
Ch.E.)  ;  ten  days  after  explantation.  A  dense  membrane  of  polygonal  epithe- 
lium-like cells  surrounds  the  original  fragment.  The  border  of  the  membrane 
is  uniform,  and  even  the  border  cells  are  polygonal  in  shape.  No  cells  are 
migrating  from  the  membrane  into  the  medium.  Culture  B  103;  photographed 
while  alive ;  magnification  X  30. 

Fig.  7.  Frog  skin,  cultivated  in  a  semi-firm  medium  (F.Pl.  -f  F.E.  +  Ch.Pl.)  ; 
about  twenty  hours  after  explantation.  The  cell  membrane  is  dense  only  in 
the  center ;  at  the  edge  of  the  fragment  it  is  loose,  and  here  large  pointed  tongues 
of  tissue  project  out  into  the  medium.  At  the  tips  many  spindle-shaped  cells  are 
in  the  act  of  becoming  detached  from  the  membrane  and  migrating  into  the 
plasma.  Most  of  the  cells  situated  at  the  edge  have  changed  from  being  polyg- 
onal to  fusiform.  Therefore,  the  edges  of  the  membrane  are  serrated,  the 
medium  being  filled  with  free  spindle-shaped  cells.  Culture  B  86 ;  Giemsa  stain ; 
magnification  X  30. 

Plate  9. 

Fig.  8.  Frog  skin,  cultivated  in  a  semi-firm  medium  (F.Pl.  +  F.E.  -f  Ch.Pl.)  ; 
three  days  after  explantation.  The  same  characteristics  are  seen  as  in  Culture 
B  86  (Fig.  7),  but  more  pronounced.  There  are  many  holes  in  the  membrane  at 
the  .back  of  the  projections,  produced  by  the  forward  motion  of  the  cells  into 
the  medium,  and  they  are  not  filled  with  fluid.  Culture  B  7 ;  photographed  while 
alive ;  magnification  X  60. 

Fig.  9.  The  polygonal  cells  at  the  edge  of  the  cell  membrane  have  assumed 
a  spindle  shape  and  become  isolated  from  the  membrane  when  cultivated  in  a 
soft  medium.  Drawing,  made  with  a  magnification,  Leitz  oc.  3;  obj.  6;  but 
without  camera  lucida. 

Fig.  9  a.  Culture  A  406  c,  cultivated  in  F.Pl.  +  F.E.,  six  days  after  explanta- 
tion.   I.  The  homogeneous  ectoplasm  flows  out  into  the  medium.     II.  Cells  a 
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and  b  assume  a  flask-like  shape.    III.  Cell  a  has  become  isolated  and  contracted. 
IV.  Cell  a  resumes  the  fusiform  shape. 

Fig.  9  b.  Culture  B  9,  cultivated  in  F.Pl.  +  F.E.  +  Ch.Pl.,  four  days  after 
explantation.  I.  Cell  a  moves  out  into  the  medium,  but  remains  connected  by  a 
thin  plasma  bridge  with  the  other  cells.  11.  Cell  a  assumes  a  round  shape.  III. 
Cell  a  resumes  the  spindle  shape. 

Plate  id. 

Fig.  10.  Frog  skin,  cultivated  in  a  semi-firm  medium  (F.Pl.  +  F.E.  -f  Ch.Pl.)  ; 
twenty-one  days  after  explantation.  Only  the  most  central  zone  of  the  mem- 
brane is  compact,  the  borders  are  drawn  out  into  long  cloven  tissue  tongues, 
giving  the  culture  a  star  shape.  The  migration  of  isolated  spindle  cells  is  con- 
siderable, and  more  extensive  than  in  Figs.  7  and  8.  Culture  B  78;  photo- 
graphed while  alive ;  magnification  X  30. 

Plate  ii. 

Fig.  ii.  The  same  culture  as  in  Fig.  10,  but  twenty-two  days  after  explanta- 
tion. The  cell  membrane  has  further  developed  in  size;  there  are  long  tissue 
projections  and  large  holes  in  the  cell  membrane,  some  of  which  have  been  filled 
up  with  a  softer  medium.  The  hole  in  the  upper  part  of  the  figure  especially 
is  bridged  over  by  thread-like  columnar  cells.  There  are  large  numbers  of 
isolated,  migrating  cells  around  the  cell  membrane,  which  spread  out  far  into 
the  medium.    Culture  B  78 ;  Giemsa  stain ;  magnification  X  30. 

Plate  12. 

Fig.  12.  Spindle-shaped  cells  of  epithelial  origin  in  a  culture  of  frog  skin, 
cultivated  in  a  semi-firm  medium  (F.Pl.  +  F.E. -f  Ch.Pl.)  for  twenty-two  days 
(same  culture  as  in  Fig.  11)  ;  the  cells  are  migrating  from  the  border  of  the 
tissue  projections  into  the  medium. 

Fig.  12  a.  Tip  of  a  tongue  of  cells,  projecting  from  the  membrane  into  the 
medium,  where  the  cytoplasm  of  the  originally  polygonal  cells  is  seen  flowing 
out  into  the  medium,  by  means  of  which  process  the  cells  are  assuming  a 
spindle-like  shape.  The  nuclei  are  also  stretched  out  and  elongated,  and  have 
a  clear  nuclear  plasma  and  in  addition  one  or  two  nucleoli,  but  no  chromatin 
net,  as  is  always  the  case  in  the  polygonal  cells,  when  fixed  in  formalin;  the 
cytoplasm  is  more  or  less  foamy  in  structure. 

Plate  13. 

Fig.  12  b.  Two  spindle  cells  shortly  after  isolation  from  the  membrane,  still 
connected  with  each  other.  Both  possess  some  vacuoles  in  the  cytoplasm,  one 
of  which  is  distinctly  differentiated  into  a  clear  ectoplasm  and  a  foamy  endoplasm. 

Fig.  12  c.  Isolated  and  moving  spindle  cell.  The  anterior  end,  directed  to 
the  external  edge  of  the  drop  of  medium,  is  stretched  out  into  a  long,  thin 
process,  at  the  end  of  which  a  slight  swelling  has  developed. 
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Plate  14. 

Fig.  13.  Frog  skin,  cultivated  in  a  soft  medium  (F.Pl.  +  F.E.)  ;  about  twenty 
hours  after  explantation.  Nearly  the  whole  membrane  is  migrating  away  from  the 
old  fragment  into  the  medium,  in  which  we  see  little  pieces  of  tissue  moving  freely. 
Holes  of  various  sizes  have  developed  in  consequence  of  the  migration  of  the 
border  cells,  the  external  parts  of  the  membrane  being  connected  with  the  inter- 
nal ones  by  means  of  the  thread-like  columnar  cells,  which  are  long  drawn  out. 
The  holes  are  not  filled  with  a  medium  of  different  consistency  from  that  pre- 
vailing outside,  both  being  soft  but  not  liquid.  Nearly  all  the  cells  of  the 
membrane,  including  the  internal  ones,  are  elongated;  the  cells  at  the  edge  are 
spindle-like.     Culture  B  1 19 ;  photographed  while  alive ;  magnification  X  30. 

Plate  15. 

Fig.  14.  Frog  skin,  cultivated  in  a  soft  medium  (F.Pl.  +  F.E.)  ;  six  days 
after  explantation.  Similar  to  Fig.  13.  Isolated  spindle-shaped  cells  and  thread- 
like columnar  cells  can  plainly  be  seen.  Culture  B  121 ;  stained  with  Giemsa 
solution  after  fixation  in  formalin  2  per  cent ;  magnification  X  30. 

Plate  16. 

Fig.  15.  Frog  skin,  cultivated  in  a  medium  which  is  partly  firm,  and  partly 
in  the  act  of  liquefying  (F.Pl.  +  F.E.)  ;  four  days  after  explantation.  Large 
vacuoles  are  causing  the  cells  to  become  stretched  out,  thus  producing  thread- 
like columnar  cells.  In  the  firm  part  of  the  medium  a  compact  cell  membrane 
is  seen.  The  upper  layers  are  separated  from  the  fragment  and  form  a  thin 
membrane,  which  covers  a  part  of  the  old  fragment  and  part  of  the  compact 
cell  membrane.  No  change  has  been  going  on  in  these  upper  layers,  the  cells 
of  which  are  neither  growing  nor  moving.  Culture  B  117;  photographed  while 
alive ;  magnification  X  30. 

Fig.  16,  Frog  skin,  cultivated  in  a  soft  medium  (F.Pl.  +  F.E.)  ;  eighteen 
days  after  explantation.  Only  a  very  small,  thin  membrane  remains  around  the 
old  fragment.  This  membrane  is  extended  into  several  tissue  projections,  from 
which  the  spindle-shaped  cells  are  becoming  separated  and  are  migrating  into 
the  medium.  The  medium  contains  numbers  of  isolated  cells,  which  are  spindle- 
like or  round.     Culture  B  77 ;  photographed  while  alive ;  magnification  X  30. 

Plate  17. 

Fig.  17.  Frog  skin,  cultivated  in  a  soft  medium  (F.Pl.  +  F.E.) ,  which  had 
almost  completely  liquefied  when  the  photograph  was  taken  twenty-one  daj^s 
after  explantation.  The  old  fragment  has  become  a  globular  ball  The  cell 
membrane  has  entirely  loosened  up;  in  its  place  there  are  only  isolated  cells, 
most  of  which  are  round,  but  some  are  spindle-shaped.  Culture  B  81 ;  photo- 
graphed while  alive ;  magnification  X  30. 

Plate  18. 

Fig.  18.  A  small  fragment  of  a  cell  membrane,  grown  out  of  a  piece  of 
frog  skin  in  a  firm  medium,  isolated  five  days  after  explantation  and  kept  for 
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two  days  in  a  firm  medium  (F.P1.  + F.E.  +  Ch.Pl.  +  Ch.E.),  at  which  time  the 
picture  was  taken.  A  dense,  compact  membrane  has  grown  out  of  the  original 
fragment  of  membrane,  consisting  of  polygonal  cells.  No  migration  of  isolated 
cells  into  the  medium  is  taking  place.  Culture  B  loo  a;  photographed  while 
alive ;  magnification  X  30. 

Fig.  19.  A  fragment  of  a  cell  membrane,  grown  out  of  a  piece  of  frog  skin 
in  a  soft  medium,  isolated  four  days  after  explantation,  and  kept  in  a  soft  medium 
(F.Pl.  +  F.E.)  for  about  twenty  hours,  at  which  time  the  picture  was  taken.  A 
network  of  elongated,  spindle-shaped,  and  thread-like  cells  has  developed  from 
it,  which  greatly  resembles  connective  tissue.  The  thread-like  columnar  cells 
are  clearly  seen  in  this  photograph.  Culture  B  119a;  stained  with  Giemsa  solu- 
tion after  fixation  in  2  per  cent  formalin ;  magnification  X  30. 

Plate  19. 

Fig.  20.  Frog  skin,  cultivated  in  an  unusually  firm  F.Pl.  -f  F.E.  medium.  It 
possesses  the  same  characteristics  as  a  culture  in  a  firm  F.Pl.  -f  F.E.  +  Ch.Pl. 
+  Ch.E.  medium  (compare  Figs,  i,  4,  and  6).  Culture  A  157;  about  twenty 
hours  after  explantation;  Giemsa  stain,  after  fixation  in  2  per  cent  formalin; 
magnification  X  30. 

Fig.  21.  Frog  skin,  cultivated  in  an  unusually  firm  F.Pl.  +  F.E.  +  Ch.Pl. 
medium ;  two  days  after  explantation ;  the  cell  membrane  and  its  cells,  grown 
out  of  the  old  fragment,  have  the  same  characters  as  in  a  firm  (F.Pl.  +  F.E. 
+  Ch.Pl.  +  Ch.E.)  medium  (compare  with  Figs,  i,  4,  and  6).  Culture  B  13; 
photographed  while  alive ;  magnification  X  30. 

Plate  20. 

Fig.  22.  Frog  skin,  which  was  cultivated  in  a  firm  medium  (F.Pl.  +  F.E. 
+  Ch.PL  -f  Ch.E.)  ;  the  membrane  had  for  ten  days  the  compact  character  pecu- 
liar to  a  firm  medium.  On  the  eleventh  day  the  fresh  medium,  although  of  the 
same  composition,  had  become  softer  and  the  membrane  and  the  cells  at  once 
assumed  the  characteristics  of  cultures  kept  in  semi-firm  media  of  the  compo- 
sition of  F.Pl.  -j-  F.E.  +  Ch.PL,  as  is  shown  in  this  photograph  (compare  Figs. 
7,  8,  and  11).  Culture  B  100;  eleven  days  after  explantation;  stained  with 
Giemsa  solution  after  fixation  in  2  per  cent  formalin ;  magnification  X  30. 

Plate  21. 

Fig.  23.  Round  cells.  Fig.  23  a  and  b,  from  Culture  B  81,  which  was  placed 
in  a  liquid  medium  (compare  Fig.  17),  consisting  of  F.Pl.  and  F.E. ;  Fig.  23  c, 
from  a  semi-firm  medium,  consisting  of  F.Pl.  +  F.E.  -f  Ch.Pl.  +  Ch.E. ;  fixed  in 
formalin  2  per  cent ;  Giemsa  stain ;  camera  lucida  drawing ;  magnification,  Leitz 
oc  3;  obj.  1/12,  oil  immersion;  tube  170. 

Fig.  24.  Various  stages  of  the  movement  of  a  formerly  spindle-shaped  cell, 
which  is  in  process  of  becoming  round;  a  twenty-two  day  old  culture  of  frog 
skin,  kept  in  a  medium  which  is  becoming  liquid  (F.Pl.  -|-  F.E.  +  Ch.Pl.).  Cul- 
ture B  45 ;  drawing  made  from  the  living  specimen ;  magnification,  Leitz  oc.  3 ; 
obj.  6;  tube  160;  schematic. 
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Fig.  25.  Skin  epithelium  of  a  regenerating  tail  of  the  tadpole  of  Rana  pipiens, 
showing  a  mitosis,  the  spindle  of  which  is  parallel  with  the  surface  of  the  con- 
nective tissue.  Taken  one  day  after  the  tip  of  the  tail  had  been  cut;  fixed  in 
potassium  bichromate,  70  per  cent;  glacial  acetic  acid,  20  per  cent;  formalin,  10 
per  cent;  stained  with  iron  hematoxylin.  Camera 'lucida  drawing;  half  size; 
magnification,  Leitz  6c.  3;  obj.  6;  tube  160. 
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THE  OCCURRENCE  OF  CARRIERS  OF  DISEASE-PRO- 
DUCING TYPES  OF  PNEUMOCOCCUS. 

By  a.  R.  DOCHEZ,  M.D,  and  O.  T.  AVERY,  M.D. 

(From  the  Hospital  of  The  Rockefeller  Institute  for  Medical  Research,) 

(Received  for  publication,  May  20,  191 5.) 

In  previous  papers^  we  have  discussed  the  varieties  of  pneumo- 
coccus  responsible  for  the  production  of  lobar  pneumonia  and  the 
differences  that  exist  between  such  organisms  and  those  found  in 
the  mouths  of  healthy  individuals.  The  pneumococci  obtained 
from  persons  suffering  from  lobar  pneumonia  have  been  divided 
into  four  groups.  We  have  pointed  out  that  the  first  three  groups 
are  comprised  of  disease-producing  races,  and  are  responsible 
for  about  75  per  cent  of  all  cases  of  lobar  pneumonia.  Approxi- 
mately 25  per  cent  of  cases  of  pneumonia  are  due  to  the  fourth 
group.  The  pneumococci  of  this  group  cannot  readily  be  distin- 
guished from  those  dwelling  in  the  normal  human  mouth.  Disease 
caused  by  the  highly  parasitic  types  is  usually  much  more  severe 
than  that  occasioned  by  the  strains  which  are  indistinguishable 
from  the  sputum  pneumococci.  Inasmuch  as  the  highly  virulent 
forms  are  always  associated  with  disease,  and  only  occur  in  the 
mouths  of  healthy  individuals  under  the  special  conditions  which 
are  reported  in  this  paper,  the  evidence  is  strong  that  in  the 
spread  of  lobar  pneumonia  the  disease  in  a  majority  of  instances 
is  transmitted  from  one  individual  to  another.  Infectious  dis- 
eases usually  spread  by  immediate  contact,  through  the  interme- 
diation of  a  temporary  host,  or  by  the  agency  of  a  healthy  car- 
rier. The  importance  of  these  modes  of  transmission  varies  with 
different  diseases  and  in  many  instances  more  than  one  of  these 
mechanisms  may  be  involved.     In  all  likelihood  the  healthy  carrier 

may  be  a  greater  menace  to  the  health  of  the  community  than  the 

*  "» 

1  Dochez,  A.  R.,  and  Gillespie,  L.  J.,  Jour.  Am.  Med.  Assn.,  191 3,  Ixi,  727. 
Dochez,  A.  R.,  and  Avery,  O.  T.,  Jour.  Exper.  Med.,  1915,  xxi,  114. 
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infected  individual,  largely  because  of  failure  to  recognize  the  car- 
rier condition.  In  the  epidemiology  of  certain  diseases,  notably 
typhoid  and  epidemic  cerebrospinal  meningitis,  the  importance  of 
the  carrier  state  is  well  known  because  of  the  definite  tracing  of 
foci  of  disease  to  such  a  condition.  The  more  readily  a  disease  is 
transmitted  from  one  individual  to  another,  the  greater  becomes 
the  number  of  instances  at  any  one  time,  and  consequently  the 
more  vigorous  the  search  for  the  source  of  infection.  The  spo- 
radic occurrence  of  lobar  pneumonia,  combined  with  the  inability 
to  distinguish  disease-producing  types  of  pneumococcus  from  those 
habitually  living  in  normal  mouths,  has  probably  been  responsible 
for  the  failure  to  establish  a  well  defined  epidemiology  for  this 
disease. 

It  is  not  our  purpose  in  this  paper  to  discuss  the  importance  of 
immediate  contact  as  a  cause  of  the  spread  of  pneumonia,  for, 
although  instances  have  occurred  in  which  two  closely  associated 
individuals,  such  as  husband  and  wife,  have  been  infected  within  a 
short  period  with  the  same  type  of  pneumococcus,  cases  of  pneu- 
monia usually  develop  at  such  wide  intervals  of  space  and  time 
that  direct  contact  relationships  are  obscured.  Inasmuch  as  fully 
75  per  cent  of  all  cases  of  lobar  pneumonia  are  caused  by  peculiarly 
distinct  races  of  pneumococci,  not  occurring  in  the  normal  mouth, 
then,  as  we  have  previously  assumed,  these  instances  of  the  disease 
must  be  due  to  contact  infection,  either  direct  or  indirect,  and 
some  mechanism  must  exist  by  means  of  which  the  etiological 
agent  is  transmitted  from  one  individual  to  another.  In  the  pres- 
ent study  we  shall  show  that  persons  closely  associated  with  indi- 
viduals suffering  from  pneumonia  in  a  large  percentage  of  instances 
harbor  in  their  mouths  pneumococci  of  the  same  type  as  those 
causing  the  disease,  that  such  organisms  are  not  found  in  the 
mouths  of  normal  individuals  not  exposed  to  pneumonia,  and  that 
the  considerable  period  of  time  during  which  these  organisms  are 
carried  may  in  part  account  for  the  sporadic  occurrence  of  indi- 
vidual cases  of  pneumonia.  An  additional  means  of  transmission 
exists  in  the  fact  that  the  recovered  case  also  may  carry  the  pneu- 
mococcus responsible  for  his  disease  during  a  relatively  long  period 
of  time. 


Digitized  by 


Google 


A.  R,  Dochez  and  0.  T,  Avery, 


107 


In  the  present  paper  are  presented  the  studies  of  the  pneumococci 
obtained  from  the  mouths  of  persons  associated  with  cases  of  pneu- 
monia, of  the  type  of  pneumococcus  encountered  in  the  mouths  of 
normal  unexposed  individuals,  and  of  the  period  of  time  during 
which  convalescents  harbor  the  disease-producing  organisms.    For 

TABLE  I. 


Incidence  of  Carrier  Condition  in  Healthy  Individuals  in  Contact  with  Lobar 

Pneumonia. 


Cue 

No.     • 

Type  of  infectiofr 
pneumococcus. 

Relationship  of     1 
associates.          \ 

Type  found  in 
associates. 

Duration  of  period  of  carrying. 

2276 

Type  I 

Wife 

Type  I 

10  daysH- 

2195 

Type  I 

Husband 

Type  I 

24  days. 

2203 

Type  I 

Wife 
Mother 

Type  IV 
Type  IV 

2237 

Type  I 

Nurse 

Type  I 

Undetermined. 

W 

Type  I 

Wife 

Type  IV 

B 

Type  I 

Wife 

No  pneumococcus 

Daughter 

Type  IV 

, 

2269 

Type  I 

Wife 

Type  IV 

2286 

Type  II 

Mother 
Father 

Type  IV 
Type  IV 

2299 

Type  II 

Sister 

No  pneumococcus 

2301 

Type  II 

Wife 

No  pneumococcus 

2294 

Type  II 

Wife 

No  pneumococcus 

2309 

Type  II 

Mother 

Type  IV 

2314 

Type  II 

Wife 

Type  II 

Undetermined. 

2335 

Type  II 

Mother 
Sister 

No  pneumococcus 
No  pneumococcus 

2326 

Type  II 

Wife 

No  pneumococcus 

2330 

Type  II 

Daughter 

Type  II 

Undetermined. 

2344 

Type  II 

Sister 

No  pneumococcus 

1835 

Type  II 

Wife 

Type  II 

9  days-l- 

2174 

Type  II 

Son 

Type  IV 

2175 

Type  II 

Mother 
Sister 

Type  II 

No  pneumococcus 

27  days + 

Nurse 

Type  II 

Developed  pneumonia,  Type 

II. 
45  days. 

2202 

Type  II 

Mother 

Type  II 

2199 

Type  II 

Husband 

Type  IV 

229S 

Type  II 

Sister 

Type  IV 

2226 

Type  II 

Wife 

Type  IV 

2245 

Type  II 

Mother 

Type  IV 

Brother 

Type  II 

39  days + 

2230 

Type  11 

Wife 

No  pneumococcus 

2247 

Type  II 

Daughter 
Wife 

1  Son 

Type  II 

No  pneumococcus 

Type  IV 

Undetermined. 

2266 

Type  II 

Wife 
Brother-in-law 

No  pneumococcus 
No  pneumococcus 

2270 

Type  II 

,  Mother 
1  Sister 

Type  II 

No  pneumococcus 

7  days-l- 

2^5_ 

Type  II 

1  Physician 

Type  II 

21  days. 
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Summary. 
TABLE  I.— Concluded, 


Type  of  pneumococcus. 

No.  of  cases.                  Positive  contacts. 

Per  cent. 

Type  I 

8 
32 

3 
10 

13 

37-5 

Type  II 

41.7 

Total 

40.6 

Approximate  duration  of  carrier  state  23  days. 

the  sake  of  clearness,  an  explanation  of  our  classification  of  pneu- 
mococci  is  given.  The  organisms  have  been  placed  into  four 
groups,  numbered  from  I  to  IV.  Groups  I,  II,  and  III  are  found 
only  in  association  with  disease  and  are  distinctly  parasitic  in  type. 
Members  of  Groups  I,  II,  and  III  are  recognized  by  their  immune 
reactions  which  are  identical  within  the  respective  group.  Group 
IV  consists  of  a  heterogeneous  series  of  strains  which  are  not  re- 
lated antigenically,  and  which  cause  a  minority  of  cases  of  pneu- 
monia, and  'from  which  the  pneumococcus  occurring  in  the  normal 
mouth  is  indistinguishable.  In  the  Tables  I  to  IV  the  pneumococci 
studied  are  classified  according  to  this  numerical  grouping. 

TABLE  II. 


Contacts 


11 


Type  of  Pneumococcus  Isolated  from  Sputum  of  Normal  Individuals. 

Pneumococcus.                                                                        Incidence.  Per  cent. 

Type  I                                                     3  2.6 

Type  II                                                     8  7.0 

Type  IV                                                  55  48.6 

No  pneumococcus                                  47  41.6 

Total  113 

66  58.4 

47  41.6 


Pneumococcus  present 
Pneumococcus  absent 


TABLE  III. 
Type  of  Pneumococcus  Isolated  from  Individuals  with  Lobar  Pneumonia. 

Pneumococcus.                                                                     No.  of  cases.  Percent. 

Type  I                                                              78  34.97 

Type  II                                                           75  33.63 

Type  III                                                           22  9.86 

Type  IV                                                           48  21.52 

Total  No.  of  cases  223 
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TABLE  IV. 

^rsistenci 

?  of  Disease-Producing  Type 

of  Pneumococcus  during  Convalescet 

Type  of  pneumococcus 

Type  of  pneumococcus 

Case  No. 

during  height  of  disease. 

after  recovery. 

1654 

Type 

60  days, 
65  days, 

Type  I. 
Type  IV. 

I75I 

Type 

59  days, 
73  days. 

streptococcus, 
streptococcus. 

1775 

Type 

30  days, 

Type  IV. 

1867 

Type 

90  days. 

Type  I. 

1828 

Type 

33  days, 

Type  IV. 

1792 

Type 

30  days, 

Type  IV. 

2167 

Type 

12  days. 

Type  IV. 

2168 

Type 

45  days, 

Type  I. 

2I9I 

Type 

15  days. 

Type  IV. 

2195 

Type 

28  days, 
49  days. 

Type  I. 

no  pneumococcus 

2203 

Type 

12  days. 

no  pneumococcus 

2237 

Type 

13  days. 

Type  I. 

w 

Type 

15  days, 
23  days. 

Type  I. 
Type  IV. 

B 

Type 

14  days, 

no  pneiunococcus. 

2250 

Type 

10  days. 

Type  I. 

2269 

Type 

13  days, 

no  pneumococcus 

2284 

Type 

15  days, 
29  days, 

Type  I. 

no  pneumococcus 

2267 

Type 

15  days, 

no  pneumococcus 

2276 

Type 

15  days, 

Type  I. 

1679 

Type 

II 

30  days, 

48  days, 

108  days, 

streptococcus. 
Type  IV. 
Type  IV. 

1753 

Type 

60  days. 

Type  IV. 

1763 

Type 

34  days, 
40  days, 

streptococcus. 
Type  IV. 

I76I 

Type 

47  days, 
78  days. 

streptococcus. 
Type  IV. 

1825 

Type 

53  days, 

Type  II. 

1786 

Type 

20  days, 
25  days. 

Type  IV. 
Type  IV. 

1820 

Type 

30  days. 

Type  II. 

1827 

Type 

14  days, 

Type  IV. 

1880 

Type 

63  days. 

Type  II. 

1950 

Type 

21  days. 

Type  IV. 

1969 

Type 

24  days. 

Type  IV. 

2174 

Type 

15  days. 

streptococcus. 

2175 

Type 

17  days. 

no  pneumococcus 

2212 

Type 

12  days, 
17  days, 

Type  II. 

no  pneumococcus. 
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TABLE  IV.— Concluded. 


Type  of  pnemococcus 

Type 

of  pneumococcus 

Case  No. 

during  height  of  disease. 

after  recovery. 

2202 

Type  II 

37  days, 

Type  II. 

43  days, 

Type  IV. 

2199 

Type  II 

32  days. 

no  pneumococcus. 

2226 

Type  II 

29  days, 

Type  II. 

2245 

Type  II 

16  days, 

Type  IV. 

2266 

Type  II 

15  days, 

Type  II. 

2270 

Type  II 

37  days, 

Type  II. 

2286 

Type  II 

10  days. 

Type  II. 

25  days, 

no  pneumococcus. 

2292 

Type  II 

29  days, 

Type  IV. 

2296 

Type  II 

19  days. 

no  pneumococcus. 

1743 

Type  III 

13  days, 

Type  III. 

73  days. 

Type  IV. 

2185 

Type  III 

16  days. 

Type  III. 

34  days. 

no  pneumococcus. 

2249 

Type  III 

14  days, 

Type  III. 

In  the  above  four  tables  are  given  the  main  facts  upon  which  we 
base  our  assumption  that  in  the  majority  of  cases  lobar  pneumonia 
is  a  disease  the  continued  wide-spread  incidence  of  which  is  de- 
pendent upon  communication  of  infection  from  one  individual  to 
another.  Table  I  establishes  beyond  doubt  the  existence  of  healthy 
carriers  of  the  disease-producing  types  of  pneumococcus.  The  study 
of  the  carrier  state  was  limited  to  the  investigation  of  infection 
with  pneumococcus  Types  I  and  II  because  of  the  relative  ease 
with  which  these  organisms  can  be  distinguished  from  other  types 
of  pneumococcus.  Out  of  a  total  of  thirty-two  cases  studied,  at 
least  one  carrier  of  infection  among  the  patient's  associates  was 
found  in  thirteen  instances,  40.6  per  cent.  Types  I  and  II  show 
approximately  the  same  percentage  incidence  of  the  carrier  con- 
dition, and  in  every  instance  the  pneumococcus  isolated  corresponds 
in  type  with  that  of  the  infected  individual.  The  approximate 
duration  of  the  carrier  state  has  been  twenty-three  days,  which  is 
probably  somewhat  shorter  than  would  be  found  had  it  been  pos- 
sible to  retain  under  observation  all  carriers  until  the  disease-pro- 
ducing type  of  pneumococcus  had  disappeared  from  the  mouth 
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flora.  Study  of  Table  I  shows  that  positive  carriers  are  more 
commonly  observed  among  females  than  among  males,  a  fact  that 
is  probably  accounted  for  by  the  more  frequent  service  of  the  for- 
mer in  a  nursing  capacity,  thus  entailing  more  intimate  association 
with  the  sick. 

Tables  II,  III,  and  IV  develop  somewhat  further,  points  brought 
out  in  a  previous  communication.     In  Table  II  is  shown  the  inci- 
dence of  pneumococcus'in  the  mouth  flora  of  normal  individuals 
and  the  classification  of  such  pneumococci.   All  normal  individuals 
studied  are  given  in  this  table,  whether  in  contact  with  cases  of 
lobar  pneimionia  or  not.     Pneumococcus  was  found  in  58.4  per 
cent  of  all  instances  and  was  absent  in  41.6  per  cent.     Of  the  cases 
in  which  pneumococcus  has  been  found,  48.6  per  cent  of  the  organ- 
isms have  been  of  the  sputum  type  and  9.6  per  cent  have  been  of 
the  disease-producing  type.     All  the  latter  have  occurred  in  indi- 
viduals intimately  associated  with  cases  of  lobar  pneumonia,  and 
their  presence  is  dependent  upon  this  association.     Determination 
of  contact  carriers  of  pneumococci  belonging  to  Group  III,  Pneu- 
mqcoccus  mucostis,   presents   certain    difficulties.     Only    recently 
have  we  been  able  to  obtain  an  immune  serum  effective  against 
organisms  of  this  group.     Further  development  of  the  study  of 
the  mucous  group  is  showing  that  certain  organisms  resembling 
in  their  cultural  reactions  Pneumococcus  mucosus,  are,  in  reality, 
mucous  types  of  streptococcus.     The  latter  varieties  are  frequently 
found  in  normal  sputum,  and  have  led  to  some  confusion.     With 
the  working  out  of  the  serological  reactions  of  the  true  Pneumo- 
coccus mucosus,  evidence  is  accumulating  that  this  organism  is  as 
strictly  pathogenic  in  type,  and  has  quite  as  specific  immunological 
characteristics  as  pneumococci  belonging  to  Groups  I  and  II. 

For  comparison  with  the  statistics  given  in  Table  II,  which  illus- 
trates the  prevalence  of  the  mouth  type  of  pneumococcus  in  normal 
individuals,  Table  III  is  added  to  show  the  percentage  incidence 
of  the  fixed  types  of  pneumococci  observed  in  individuals  suffering 
from  lobar  pneumonia.  In  this  table  the  highly  pathogenic  types 
are  dominant,  being  responsible  for  77.2  per  cent  of  all  infections 
studied.     This  fact  is  convincing  evidence  that  specific  types  of 
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pneumococci  are  mainly  responsible  for  the  production  of  lobar 
pneumonia.  The  dominance  of  these  organisms  in  disease  is  in 
striking  contrast  to  the  high  percentage  incidence  of  the  sputum 
type  of  pneumococcus  in  the  mouth  flora  of  normal  individuals. 

Table  IV  shows  the  length  of  time  during  which  recovered  cases 
of  pneumonia  harbor  the  organism  responsible  for  their  disease. 
The  period  of  carrying  is  measured  from  the  date  of  onset  of  the 
pneumonia.  The  shortest  time  in  which  the  disease-producing 
pneumococcus  has  disappeared  from  the  mouth  has  been  twelve 
days,  and  the  longest  duration  of  carrying  has  been  ninety  days. 
These  results  show  that  pathogenic  types  of  pneumococcus  persist 
in  the  mouths  of  individuals  recovering  from  lobar  pneumonia  for 
a  variable  period  of  time.  Because  of  wide  intervals  between  ob- 
servations, the  average  duration  of  this  condition  can  only  be 
approximately  determined,  and  has  been  found  to  be  about  twenty- 
eight  days. 

The  studies  detailed  in  this  paper  show  that  there  are  two  sources 
of  danger  in  the  spread  of  pneumococcus  infection.  One  lies  in  the 
occurrence  of  healthy  carriers  of  disease-producing  pneumococci 
among  individuals  associated  with  cases  of  pneumonia,  and  the 
other  in  the  fact  that  patients  recovering  from  the  disease  harbor 
the  responsible  organism  for  a  considerable  length  of  time.  The 
actual  tracing  of  cases  of  pneumonia  to  examples  of  the  carrier 
state  is  difficult,  but  even  the  small  amount  of  effort  that  has  so  far 
been  devoted  to  this  side  of  the  study  has  brought  to  light  an  occa- 
sional suggestive  fact. 

SUMMARY.  , 

Lobar  pneumonia  in  75  per  cent  of  instances  is  due  to  specific 
types  of  pneumococci  possessed  of  a  high  degree  of  pathogenicity. 
Although  pneumococci  occur  in  the  mouths  of  60  per  cent  of  nor- 
mal individuals,  such  organisms  are  readily  distinguishable  from 
the  highly  parasitic  types  of  pneumococcus  responsible  for  the 
severe  forms  of  lobar  pneumonia,  a  convincing  proof  that  infec- 
tion in  this  disease  is,  in  the  majority  of  instances,  not  autogenic 
in  nature,  but  is  derived  from  some  extraneous  source.  In  a  high 
percentage  of  instances  healthy  persons  intimately  associated  with 
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cases  of  lobar  pneumonia  harbor  the  disease-producing  types  of 
pneumococcus.  In  every  such  instance  the  pneumococcus  isolated 
has  corresponded  in  type  with  that  of  the  infected  individual. 
Convalescents  from  pneumonia  carry  for  a  considerable  length  of 
time  the  type  of  pneumococcus  with  which  they  have  been  infected. 
The  existence  of  the  carrier  state  among  healthy  persons  and 
among  those  recently  recovered  from  pneumonia  establishes  a  basis 
for  understanding  the  mechanism  by  means  of  which  lobar  pneu- 
monia spreads  and  maintains  its  high  incidence  from  year  to  year. 
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FURTHER  EXPERIMENTS  ON  THE  EFFECTS  OF  LONG 

CONTINUED  INTRAPERITONEAL  INJECTIONS 

OF  PROTEINS. 

By  PAUL  G.  WOOLLEY,  M.D,  AMIE  DeMAR,  and  DAISY  CLARK. 

(From  the  Pathologic  Institute  of  the  Cincinnati  General  Hospital  and  the 
Department  of  Pathology  of  the  University  of  Cincinnati,  Cincinnati.) 

(Received  for  publication,  April  12,  191 5.) 

In  a  previous  article^  we  said:  "  Albumose  (Witte's  peptone)  in- 
troduced parenterally  into  the  guinea  pig  has  very  little,  if  any, 
harmful  effect  unless  the  oxidative  powers  of  the  organism  are  be- 
low normal.  In  view  of  the  results  of  Longcope's  experiments,  as 
compared  with  ours,  it  seems  possible  that  the  more  complex  proteins 
will  produce  effects  in  the  absence  of  decreased  oxidation  which  the 
less  complex  ones  will  not  produce  under  similar  circumstances." 
These  remarks  were  based  upon  a  short  series  of  experiments  in 
which  seven  guinea  pigs  were  given  intraperitoneal  injections  of  i 
per  cent  solution  of  Witte's  peptone.  Since  the  publication  of  this 
series  we  have  continued  the  work,  as  will  be  detailed  hereafter. 

The  different  experiments  are  grouped  as  follows :  i.  Guinea  pigs 
which  were  given  only  Witte's  peptone  (Nos.  i,  2,  3,  4,  5,  18,  19). 
2.  Guinea  pigs  which  received  Witte's  peptone,  followed  by  chloro- 
form anesthesia  for  fifteen  minutes  (Nos.  11,  12,  21,  22).  3. 
Guinea  pigs  which  received  chloroform  only  (Nos.  24,  27,  29), 
4.  Controls  (Nos.  20,  23).  5.  White  rats  which  received  intra- 
peritoneal injections  of  a  solution  of  albumen  (Nos.  12,  13).  6. 
White  rats  which  received  intraperitoneal  injections  of  a  solution  of 
albumen  together  with  subcutaneous  injections  of  chloroform  in  oil 
(Nos.  21,  22).  7.  White  rats  which  received  intraperitoneal  in- 
jections of  casein  (Nos.  14,  17).  8.  White  rat  which  received  in- 
traperitoneal injections  of  casein  together  with  subcutaneous  injec- 

1  Woolley,  P.  G..  DeMar,  A.,  and  Clark,  D.,  Science,  1914  N.S.,  xl,  789. 
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tions  of  chloroform  in  oil  (No.  i6).     9.  Controls  (Nos.  i,  2,  3,  4, 
5,  6,  7,  8,  9,  and  10). 

In  the  protocols  the  expression  albumose  solution  means  one  pre- 
pared according  to  the  following  formula  and  then  sterilized : 

Witte's  peptone   i.o  gm. 

Sodium  chloride 0.5  gm. 

Distilled  water  loo.o  gm. 

The  albumen  solutions  were  made  by  dissolving  10  mg.  of  desic- 
cated egg-albumen  in  2  cc.  of  distilled  water.  The  solutions  were 
freshly  prepared  before  each  inoculation. 

The  chloroform  solution  was  a  2  per  cent  solution  in  sterile  olive 
oil. 

The  casein  was  given  in  the  form  of  a  solution  made  by  dissolving 
I  gm.  of  casein  in  100  cc.  of  normal  sodium  hydrate  and  then  care- 
fully neutralizing  (to  phenolphthalein)  with  normal  hydrochloric 
acid. 

Group  L 

Guinea  Pig  i. — Weight  400  gm.  This  animal  received  17  daily  injections  each 
of  1.5  cc.  of  the  peptone  solution,  a  total  of  25.5  cc,  or  0.255  gm.  of  albumose. 
It  died  suddenly  on  the  day  following  the  last  injection.  The  cause  of  death 
was  not  discovered.  The  postmortem  examination  was  done  while  the  animal 
was  still  warm,  and  showed  no  other  changes  than  a  slight  mediastinal  edema, 
moderate  hyperplasia  of  the  lymph  nodes,  and  congestion  of  the  lungs,  liver, 
spleen,  and  kidneys.  Microscopic  examination  of  the  tissues  showed  edema 
and  congestion  with  occasional  small  hemorrhages  in  the  kidneys,  with  a  few 
areas  of  small  round  cell  infiltration,  enormous  congestion  of  the  adrenals,  eden^a 
and  focal  necroses  of  the  thymus,  and  hjrperplastic  changes  associated  with  con- 
gestion in  the  lymph  glands  and  spleen.  The  spleen  was  more  than  normally 
pigmented. 

Guinea  Pig  2. — Weight  about  350  gm.  This  animal  received  57  daily  injec- 
tions each  of  1.5  cc.  of  the  peptone  solution,  a  total  of  85.5  cc,  or  0.855  gm.  of 
albumose.  During  the  period  of  treatment  it  gave  no  sign  of  any  untoward 
effects  of  the  treatment.  It  ate  well,  lost  no  weight,  and  was  finally  chloroformed 
y2  hours  after  the  last  injection.  The  postmortem  examination  was  done  while 
the  body  was  still  warm.  The  organs  showed  no  abnormal  macroscopic  or 
microscopic  lesions,  other  than  a  moderate,  generalized  congestion  associated 
with  a  very  moderate  edema  of  the  parenchymatous  organs.  This,  however, 
was  no  more  than  is  usual  after  chloroform  anesthesia. 

Guinea  Pig  S- — Weight  about  400  gm.  This  animal  received  30  daily  intra- 
peritoneal injections  each  of  1.5  cc.  of  the  peptone  solution,  a  total  of  5  cc,  or 
<X45  gm.  of  albumose.    It  was  killed  with  chloroform.    The  postmortem  exami- 
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nation  showed  only  a  very  moderate  congestion  and  edema  of  the  liver,  spleen, 
kidneys,  and  adrenals,  and  a  slight  hyperplasia  of  the  mesenteric  lymph  glands. 
Microscopic  examination  showed  nothing  abnormal  except  perhaps  a  slight  de- 
gree of  hyperplasia  of  the  mesenteric  lymph  glands. 

Guinea  Pig  4. — Weight  about  400  gm.  This  animal  received  5  cc.  of  the  pep- 
tone solution  each  day  for  7  days,  a  total  of  35  cc,  or  0.35  gm.  of  albumose.  It 
was  killed  with  chloroform.  At  autopsy  nothing  abnormal  was  found.  Micro- 
scopic examination  was  also  negative. 

Guinea  Pig  5. — Weight  about  350  gm.  This  animal  was  treated  in  the  same 
manner  as  No.  4  for  a  period  of  20  days,  during  which  time  it  received  a  total 
of  100  cc.  of  the  peptone  solution,  or  i  gm.  of  albumose.  It  was  chloroformed 
and  autopsied.  During  the  period  of  treatment  it  lost  87  gm.  in  weight.  At 
autopsy  nothing  noticeable  was  found  except  a  partially  healed  meager  exudate 
on  the  surface  of  the  spleen.  The  peritoneal  cavity  contained  2  cc.  of  a  clear 
fluid.  Microscopic  examination  of  the  tissues  showed  no  lesions  except  in  the 
case  of  the  spleen,  in  which  there  was  an  increased  amount  of  pigment  and  a 
moderate  hypertrophy  of  the  Malpighian  follicles.    The  capsule  was  thickened. 

Guinea  Pig  18. — Weight  470  gm.  This  animal  received  5  cc.  of  the  peptone 
solution,  intraperitoneally,  each  day  for  42  days,  a  total  of  210  cc,  or  2.1  gm. 
of  albumose.  At  the  time  of  death  it  weighed  485  gm.,  a  gain  of  15  gm.  It 
was  killed  with  chloroform.  The  organs  showed  but  little  change.  The  spleen 
was  congested;  the  liver  and  kidneys  showed  occasional  foci  of  small  round 
cells.    The  peritoneal  cavity  contained  no  free  fluid. 

Guinea  Pig  ig. — Weight  452  gm.  This  animal  received  exactly  the  same 
treatment  as  Guinea  Pig  18.  At  the  end  of  the  experiment  the  weight  had 
dropped  to  420  gm.,  a  loss  of  32  gm.  The  organs  showed  more  noticeable  micro- 
scopic changes  than  those  of  Guinea  Pig  18.  In  the  kidney  the  small  round  cell 
infiltration  was  rather  diffuse, — the  foci  of  accumulation  were  more  numerous. 
The  liver  was  unusually  congested.  The  spleen  was  diffusely  hyperplastic 
The  adrenal  exhibited  small  round  cell  infiltration  in  foci  in  the  medulla,  and 
the  cortex  showed  an  unusual  amount  of  lipoid  metamorphosis.  In  the  medulla 
there  was  an  increase  of  hyaline  material. 

Remarks, — This  group  of  experiments  seems  to  show  that  com- 
paratively large  doses  of  albumose  introduced  in  small  doses  over 
a  considerable  period  of  time  have  practically  no  harmful  effect  upon 
the  organs  of  the  body,  unless  it  may  be  that  the  foci  of  small  round 
cells  are  due  to  the  treatment.  It  is  possible  that  were  the  experi- 
ments continued  over  very  long  periods  of  time  these  foci  might 
become  fibroid. 

Group  II, 

Guinea  Pig  12, — Weight  412  gm.  This  animal  received  50  intraperitoneal 
injections  of  5  cc.  of  the  peptone  solution  in  the  course  of  two  months,  a  total 
of  250  cc,  or  2.5  gm.  of  albumose.    After  each  injection  it  was  submitted  to 
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deep  chloroform  anesthesia  for  15  minutes.  After  25  treatments  the  weight  had 
increased  to  455  gm.  At  the  end  of  the  treatments  the  weight  was  485  gm. 
The  postmortem  examination  revealed  nothing  macroscopically  abnormal,  and 
physically  the  animal  seemed  to  be  in  good  condition.  Histological  examination 
showed  that  there  was  a  certain  amount  of  anatomic  modification  of  the  tissues 
of  some  of  the  organs.  The  report  was  as  follows:  The  kidney  shows  a  well 
marked  edema  and  cloudy  swelling.  The  glomerular  spaces  are  dilated  and 
the  tufts  compressed,  and  in  the  spaces  there  is  considerable  coagulated  albumi- 
nous material.  About  the  glomeruli  there  are  frequent  small  accumulations  of 
small  round  cells,  and  in  the  outer  layers  of  the  cortex  there  are  occasional  lines 
of  interstitial  fibrosis.  The  whole  organ  showed  congestion.  The  liver  showed 
a  very  well  developed  edema,  to  the  extent  that  in  many  areas  the  cells  show 
what  seem  to  be  hydropic  changes.  With  this  is  associated  congestion  and 
ver>'  moderate  interstitial  fibrosis  as  exemplified  in  the  occasional  collections 
of  small  round  cells  in  the  perilobular  connective  tissues.  The  spleen  shows 
enormous  hyperplasia  of  the  Malpighian  follicles  together  with  some  increased 
pigmentation.  Within  the  corpuscles  there  is  evidence  of  cellular  fragmenta- 
tion. The  adrenals  show  a  few  collections  of  formative  cells  in  both  medulla 
and  cortex,  chiefly  in  the  latter.    The  other  organs  revealed  nothing  remarkable. 

Guinea  Pig  11. — Weight  445  gm.  This  animal  was  treated  in  exactly  the 
same  way  as  No.  12.  After  25  treatments  it  weighed  482  gm.,  and  at  the  end 
of  the  experiment  565  gm.  The  report  of  the  histologic  examination  stated  that 
the  changes  were  similar  to  those  found  in  No.  12,  except  that  there  were  a  few 
retention  cysts  in  the  kidneys  and  that  there  was  nothing  of  note  in  the  adrenals 
except  an  intense  congestion.^ 

Guinea  Fig  21. — Weight  365  gm.  This  animal  received  40  daily  injections 
(intraperitoneal)  each  of  5  cc  of  the  albumose  solution,  and  each  injection  was 
followed  by  15  minutes  of  deep  chloroform  anesthesia.  At  the  end  of  the  ex- 
periment the  weight  had  fallen  to  340  gm.,  a  loss  of  25  gm.  It  was  killed  with 
chloroform.  The  cellular  and  organic  changes  were  practically  the  same  as 
those  exhibited  by  Guinea  Pig  19,  though  somewhat  less  in  degree. 

Guinea  Pig  22, — Weight  340  gm.  This  animal  was  treated  in  exactly  the 
same  manner  as  Guinea  Pig  21.  At  the  end  of  the  experiment  it  weighed  360 
gm.,  a  gain  of  20  gm.  The  sections  made  from  the  organs  showed  changes 
similar  to  those  described  in  Guinea  Pig  18. 

Remarks. — It  was  the  results  obtained  in  the  first  two  animals 
in  this  group  which,  compared  with  those  of  Group  I,  called  forth 
the  remarks  quoted  in  the  first  paragraph  of  this  report.  Chloro- 
form undoubtedly  reduces  the  oxidations  of  the  body,  and  when 
administered  at  the  same  time  with  other  substances  may  lead  to  the 
production  of  grave  changes  in  the  tissues,  as  Opie^  has  shown.    It 

2  The  histologic  examinations  in  these  cases  were  made  by  Dr.  T.  H.  Kelly, 
who  had  no  knowledge  of  the  experimental  procedures  used  in  the  individual 
cases.    They  were  subsequently  verified  by  one  of  us. 

3  Opie,  E.  L.,  Tr.  Assn,  Am,  Phys.,  1910,  xxv,  140. 
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is,  however,  tx)  be  remarked  at  this  place  that  the  results  in  the  last 
two  animals  do  not  support  the  conclusion  that  because  chloroform 
may  do  these  things,  it  must  do  them.  What  conditions  were  pres- 
ent in  Animals  ii  and  12  to  cause  them  to  react  differently,  we  can- 
not tell.  They  were  from  a  different  lot  of  animals  from  Nos.  21 
and  22 ;  they  were  fed  more  liberally  with  fresh  vegetables  than  the 
latter,  because  they  were  procured  in  the  late  summer.  But,  on  the 
other  hand,  they  were  of  the  same  lot  as  Nos.  i,  2,  3,  4,  and  5.  Nos. 
21  and  22  belonged  in  the  same  lot  as  18  and  19.  Still,  perhaps  the 
effect  is  dietary. 

Group  III. 

Guinea  Pig  24. — Weight  340  gm.  This  animal  was  treated  on  successive 
days  by  deep  anesthetization  for  15  minutes.  At  the  end  of  the  experiment  it 
had  lost  55  gm.  It  was  killed  by  complete  anesthetization.  The  tissues  showed 
no  changes  other  than  congestion. 

Guinea  Pig  27. — Weight  616  gm.  This  animal  was  treated  in  exactly  the 
same  manner  as  was  Guinea  Pig  24  except  that  the  number  of  anesthetizations 
was  9.  After  the  gth  treatment  it  weighed  620  gm.  The  organs  were  similar 
to  those  of  Guinea  Pig  24. 

Guinea  Pig  2g. — ^Weight  358  gm.  This  animal  was  treated  like  the  two  pre- 
ceding, except  that  it  received  40  treatments.  At  the  end  of  the  experiment  it 
weighed  435  gm.,  a  gain  of  77  gm.  The  organs  showed  no  macroscopic  abnor- 
mality.   Sections  showed  intense  fatty  metamorphosis  of  the  liver  and  little  else. 

Remarks, — Apparently  chloroform  alone  produces  no  more  change, 
so  far  as  interstitial  changes  are  concerned,  than  the  combination  of 
chloroform  and  albumose.  It  does  reduce  oxidations  and  there- 
fore tends  to  bring  about  an  increase  in  weight,  largely  perhaps  be- 
cause of  a  decrease  in  oxidation  of  the  fats. 

Group  IV. 

Guinea  Pigs  20  and  23. — ^These  were  normal  controls,  the  organs  of  which 
were  used  for  comparison.  In  each  there  were  occasional  fibrotic  glomeruli 
in  the  kidney  and  occasional  foci  of  small  round  cell  infiltration. 

Remarks. — The  preceding  group  of  experiments  brings  out  no 
revolutionary  fact.  They  merely  indicate  that  while  albumose  ad- 
ministered, as  we  have  done  it,  to  normal  guinea  pigs  produces,  as  a 
rule,  no  obvious  symptoms  or  histologic  changes,  even  when  chloro- 
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fomi  is  given  at  the  same  time,  yet  occasionally  early  sclerotic 
changes  appear. 

Group   V, 

White  Rat  12. — Weight  286  gm.  This  animal  received  25  injections  on  suc- 
cessive days,  each  of  5  mg.  of  albumen.  At  the  end  of  the  experiment  it  weighed 
305  gm.  Postmortem  examination  showed  no  gross  abnormality.  Sections  showed 
excessive  edema  and  cloudy  swelling,  and  in  some  of  the  glomerular  spaces  small 
mounts  of  coagulated  albumen. 

White  Rat  13, — ^Weight  225  gm.  This  animal  was  treated  in  the  same  manner 
as  Rat  12,  except  that  it  was  given  44  injections,  a  total  of  220  mg.  of  albumen. 
At  the  end  of  the  experiment  the  weight  had  fallen  40  gm.  The  animal  was 
killed  by  a  blow  on  the  neck. 

The  organs  were  apparently  normal,  macroscopically.  The  sections  of  the 
organs  showed  a  considerable  degree  of  cloudy  swelling,  especially  of  the  con- 
voluted tubules.  In  places  the  appearances  were  almost  those  of  necrosis.  Other- 
wise there  were  no  microscopic  changes,  except  a  small  granulomatous  area  in- 
the  liver. 

Remarks, — The  only  essential  difference  in  the  tissues  of  Rats  12 
and  13  lay  in  the  presence  of  albumen  in  the  glomerular  spaces  in 
No.  12,  which  was  killed  with  chloroform.  In  No.  13  the  marked 
cloudy  swelling  was  perhaps  due  to  whatever  produced  the  granu- 
loma. 

Group   VL 

White  Rat  21, — Weight  282  gm.  This  animal  received  40  daily  injections  of 
5  mg.  of  albumen,  intraperitoneally,  and  subcutaneous  doses  of  0.5  cc.  of  a  2 
per  cent  chloroform  solution  in  oil.  At  the  end  of  the  series  it  had  lost  12  gm. 
in  weight    Neither  the  organs  nor  the  sections  showed  anything  remarkable. 

White  Rat  22. — Weight  273  gm.  This  animal  was  treated  for  7  days,  like 
Rat  21.     It  lost  no  weight.    The  organs  showed  merely  edema. 

Group  VIL 

White  Rat  14, — Weight  163  gm.  This  animal  received  25  injections,  on  suc- 
cessive days,  of  10  mg.  of  casein.  At  the  end  of  the  experiment  it  weighed  190 
gm.     Nothing  anatomic  or  histologic  seemed  to  result  from  the  treatment. 

White  Rat  17. — ^Weight  290  gm.  This  animal  received  daily  intraperitoneal 
injections  of  10  mg.  of  casein  for  17  days,  followed  by  23  similar  injections  each 
of  70  mg.  of  casein.  At  the  end  of  the  series  it  had  lost  20  gm.  There  were 
no  essential  changes  observed,  macroscopically  or  microscopically,  in  the  organs 
or  tissues. 

Group  VIIL 

White  Rat  16. — Weight  310  gm.  This  animal  was  treated  exactly  like  Rat 
17,  except  during  the  last  23  days,  when  it  was  receiving  20  mg.  of  casein  daily. 
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It  also  was  given  0.5  cc.  of  the  chloroform  oil  solution  daily.  At  postmortem 
examination  there  was  no  evidence  of  gross  changes,  and  sections  showed  nothing 
more  than  marked  congestion  and  cloudy  swelling. 

Group  IX. 

White  Rats  /,  2,  s,  4,  5,  6,  7,  8,  g,  and  10, — These  animals  of  various  weights 
and  ages  furnished  material  for  comparison. 

Rat  I  had  been  fed  on  a  strictly  meat  diet  for  several  weeks. 

Rat  2  had  been  fed  on  grain  and  vegetables  for  several  weeks. 

Rats  4  and  5  had  been  injected  with  trypan  blue. 

Rats  6,  7,  8,  9,  and  10  had  been  given  a  single  injection  of  uranium  acetate, 
and  had  been  killed  after  24  to  48  hours. 

DISCUSSION. 

As  Stated  in  our  earlier  report,  it  was  our  object  in  carrying  out 
this  series  of  experiments  to  determine,  if  possible,  the  organic  effects 
of  certain  substances  of  protein  nature  which  might  be  produced 
within  the  tissues,  or  which  might  be  absorbed  from  the  intestinal 
tract. 

Longcope^  has  said  that  parenteral  digestion  of  egg-albumen  may 
(under  certain  circumstances)  seemingly  produce  organic  renal  and 
hepatic  changes.  This  may  be  taken  to  mean  that  splitting  of  the 
whole  protein  (egg-albumen)  leads  to  the  production  of  these  phe- 
nomena; that  the  effects  are  the  results  of  the  irritant  action  of  sub- 
stances set  free  during  splitting;  or  that  moieties  of  the  protein  mole- 
cule, by  making  abnormal  combinations,  may  act  as  irritants  or  in 
some  other  way  embarrass  the  functional  cells  of  the  tissues  and  at 
the  same  time  stimulate  the  overgrowth  of  fibrous  tissue. 

Longcope  produced  the  effects  which  he  reported,  not  by  the  mere 
administration  of  albumen,  but  by  so  timing  the  injections  that  a 
mild  state  of  anaphylaxis  resulted.  In  our  series  we  have  not  done 
this,  but  have  endeavored  to  discover  whether  the  substances  which 
we  have  used  would  produce  similar  effects  in  the  absence  of  anaphy- 
laxis, and  whether,  at  the  same  time,  the  addition  of  materials  (such 
as  chloroform)  which  hinder  the  oxidations  in  the  cells,  would 
modify  or  intensify  the  reactions.  In  a  former  series  of  experi- 
ments Woolley  and  Newburgh^  showed  that  indol  and  tyrosine  pro- 

*  Longcope,  W.  T.,  Jour.  Expcr.  Med.,  1913,  xviii,  678. 

**  Woolley,  P.  G.,  and  Newburgh,  L.  H.,  Jour.  Am.  Med.  Assn.,  1911,  Ivi,  1796. 
Newburgh  and  Woolley,  Lancet-Clinic,  1912,  N.S.,  Ixviii,  404. 
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duced  no  remarkable  changes.  In  this  series  we  have  shown  that 
egg-albumen,  casein,  and  albumen  give  practically  the  same  negative 
resuks  whether  or  not  chloroform  is  administered  with  them. 

In  all  our  experiments  we  have  used  comparatively  small  doses 
(at  any  rate  they  were  not  massive) ;  because  if,  as  has  been  sus- 
pected, such  anatomic  conditions  as  chronic  interstitial  nephritis  are 
the  result  of  absorption  from  the  gastro-intestinal  tract,  then  the 
quantities  of  materials  absorbed  are  probably  small,  and  the  process 
covers  a  considerable  period  of  time.  Perhaps  we  have  not  con- 
tinued our  work  over  a  long  enough  period.  However  that  may  be, 
there  is  evidence  that  the  living  proteins  in  the  form  of  bacteria  are 
far  more  potent  than  the  non-living,  and  that  even  the  less  patho- 
genic ones  may  produce  greater  damage  in  the  length  of  time  cov- 
ered in  our  experiments  than  has  been  occasioned  by  the  substances 
we  have  used.^  These  substances  (microorganisms)  are  entering 
the  system  continuously,  and  since  we  know  that  they  produce,  often 
rapidly,  anatomic  changes,  a  series  of  experiments  such  as  ours  is 
chiefly  of  value  in  proving  the  relative  lack  of  danger  from  absorp- 
tion of  the  substances  which  we  have  employed, — ^at  least  in  nor- 
mal animals. 

SUMMARY. 

We  have  attempted  to  discover  whether  or  not  certain  protein 
materials,  such  as  albumose,  casein,  and  albumen,  when  introduced 
parenterally  (peritoneally)  into  experimental  animals,  are  able  to 
produce  organic  lesions.  These  proteins  were  used  alone  or  in  com- 
bination with  chloroform,  which  was  administered  in  oil  and  as  an 
anesthetic.     Our  results  were  negative. 

*  Opie,  loc.  cit. 
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THE  HEART  MUSCLE  IN  PNEUMONIA.* 

By  L.  H.  NEWBURGH,  M.D.,  and  W.  T.  PORTER,  M.D. 

(From   the  Laboratory  of  Comparative  Physiology  and  the  Department  of 
Medicine  of  the  Harvard  Medical  School,  Boston,) 

Plate  22. 

(Received  for  publication,  April  24,  191 5.) 

It  is  very  generally  believed  that  the  heart  muscle  is  seriously  in- 
jured in  pneumonia  and  that  heart  failure  from  this  source  is  a 
frequent  cause  of  death  in  this  infection. 

The  experiments  presented  in  this  communication  show  that  the 
cardiac  ventricle  from  dogs  that  have  died  from  pneumonia  con- 
tracts as  well  as  the  ventricle  from  healthy  dogs,  provided  the 
pneumonic  muscle  is  fed  with  normal  blood.  When  a  normal  ven- 
tricle is  fed  with  pneumonic  blood,  the  contractions  are  much  im- 
paired. If,  however,  the  ventricle  from  a  dog  with  pneumonia  is 
fed  with  pneumonic  blood,  the  contractions  are  almost  normal  in 
extent  and  may  be  normal  in  duration. 

Thus  in  pneumonia  the  heart  muscle  is  essentially  normal,  whereas 
the  pneumonic  blood  is  distinctly  poisonous  to  heart  muscle  sud- 
denly fed  with  it.  In  the  body,  during  the  gradual  course  of  the 
disease,  the  blood  is  progressively  affected  and  the  heart  muscle 
gradually  adjusts  itself  to  the  poison,  with  striking  success. 

Method. 

The  experiments  consist  of  four  series  of  ten  dogs  each.  In  the 
first,  the  normal  ventricle  was  fed  with  normal  blood;  in  the  sec- 
ond, the  pneumonic  ventricle  was  fed  with  normal  blood;  in  the 
third,  the  normal  ventricle  was  fed  with  pneumonic  blood;  in  the 
fourth,  the  pneumonic  ventricle  was  fed  with  pneumonic  blood. 

^  Aided  by  a  grant  from  the  Dalton  Scholarship  ef  the  Massachusetts  Gen- 
eral Hospital.  A  preliminary  abstract  of  the  conclusions  reached  in  this  investi- 
gation was  published  in  the  Boston  lied,  and  Surg.  Jour.,  191 5,  clxxii,  718. 
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The  contractions  of  the  heart  muscle  were  recorded  by  a  method 
devised  by  Porter  in  1897.*  The  dog  is  anesthetized  with  ether 
(no  morphin),  bled  from  the  carotid  artery,  the  blood  defibrinated 
and  filtered  through  glass-wool.  Meanwhile,  warm  normal  saline 
solution^  is  allowed  to  flow  into  the  crural  vein.  After  a  short 
interval,  the  dog  is  bled  again  from  the  carotid  artery  and  the  blood 
defibrinated  as  before.  The  heart  is  now  rapidly  removed  and 
placed  still  beating  in  a  beaker  filled  with  warm  saline  solution. 
Often  the  beats  are  so  vigorous  that  the  heart  with  each  ventric- 
ular systole  springs  more  than  an  inch  from  the  bottom  of  the 
beaker.  Thus  the  organ  is  self-cleansed  from  blood.  A  cannula 
is  now  tied  into  the  branch  of  the  left  coronary  artery  supplying 
the  area  the  contractions  of  which  are  to  be  studied,  and  the  part 
of  the  left  ventricular  wall  supplied  by  the  artery  is  cut  out.  The 
cannula  bearing  the  attached  ventricular  segment  is  filled  with  de- 
fibrinated blood  and  joined  to  a  glass  tube  containing  defibrinated 
blood  at  a  temperature  of  23°  to  25°  C.  and  at  a  pressure  of  56 
mm.  of  mercury.  This  tube  is  surrounded  with  a  larger  glass  tube 
through  which  warm  water  is  circulated  to  keep  the  blood  at  the 
desired  temperature.  An  adjustable  clamp  supports  the  coronary 
cannula  and  thus  the  attached  heart  muscle  in  a  suitable  position. 
A  bent  hook  is  passed  through  the  lower  end  of  the  muscle  and 
attached  to  a  light  lever  magnifying  five  times.  The  contractions 
are  recorded  on  a  kymograph  moving  40  mm.  per  hour  (Fig.  i). 
The  defibrinated  blood  in  all  our  experiments  was  diluted  with 
twice  its  bulk  of  normal  saline  solution. 

The  work  done  by  the  ventricular  muscle  was  judged  (i)  by 
the  length  of  the  period  during  which  the  heart  contracted,  and  (2) 
by  the  total  area  of  the  contractions.  The  curves,  illustrated  by 
Fig.  I,  were  laid  upon  a  glass  plate  illuminated  from  below  with 
electricity.  Over  the  curve  was  placed  a  card  and  the  total  area 
of  the  curve  was  carefully  traced  upon  this  card.  The  area  was 
then  cut  out  with  scissors,  placed  with  the  other  contraction  areas 

«  Porter,  W.  T.,  Jour.  Boston  Soc.  Med.  Sc,  1897,  i,  15;  Jour,  Exper.  Med., 
i897f  i»,  391 ;  Am.  Jour.  Physiol.,  1898,  i,  5I4-5I5- 

*  Sodium  chloride,  9.00  gm. ;  calcium  chloride,  0.26  gm. ;  potassium  chloride, 
o.io  gm.  in  1,000  cc  of  water. 
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in  its  own  group  and  the  entire  group  weighed  in  a  good  balance. 
The  cards  used  were  of  uniform  thickness.  The  small  errors  made 
in  tracing  the  areas  and  cutting  them  out  were  "  accidental  errors  " ; 
those  falling  above  the  true  value  were  compensated  by  those  fall- 
ing below  it.  Ventricular  strips  from  large  hearts  sometimes  give 
higher  contractions  than  the  strips  from  small  hearts,  thus  influ- 
encing the  contraction  area.  As  there  were  ten  hearts  in  each 
group,  compensation  took  place  here  also,  and  there  is  no  reason 
to  doubt  that  for  the  purpose  of  comparing  contraction  areas  in 
groups  of  ten  the  method  is  substantially  accurate  in  a  problem  in 
which  only  marked  similarities  and  differences  are  of  value. 

When  a  kymograph  moves  so  slowly  that  the  contractions  of  the 
slowest  heart  in  a  series  are  fused,  the  contractions  of  a  more  rapid 
heart  will  overlap.  In  such  a  case,  the  fused  curve  from  the  more 
frequently  contracting  heart  will  contain  more  contractions  and 
should  thus  express  more  work  than  the  fused  curve  of  equal 
height  from  the  less  frequently  contracting  heart.  But  under  these 
circumstances,  the  more  frequently  contracting  heart  will  conceal 
its  extra  work  and  the  two  curves,  although  equal  in  area,  will  not 
be  equal  in  work  done.  In  our  experiments,  this  error  does  not 
affect  the  main  conclusion,  because  the  great  majority  of  the  ven- 
tricles beat  at  nearly  the  same  rate,  about  55  per  minute.  The  rel- 
atively infrequent  variations  were  chiefly  in  Series  III,  in  which 
normal  ventricles  were  fed  with  pneumonic  blood,  which  seemed  to 
make  some  of  them  more  irritable.  Such  ventricles  beat  more 
rapidly  than  55;  their  contractions,  however,  were  increased  in 
force  as  well  as  in  frequency,  giving  a  higher  contraction  area  and 
thus  compensating  in  part  for  overlapping.  At  the  most,  the  error 
from  occasional  overlapping  disappears  in  comparison  with  the 
wide  difference  in  performance  between  the  normal  ventricle  fed 
'with  normal  blood  and  the  normal  ventricle  fed  with  pneumonic 
blood. 

The  organism  employed  was  the  Bacillus  pneumonuB  (Fried- 
lander)  obtained  from  the  stock  culture  in  the  Bacteriological  Lab- 
oratory of  the  Harvard  Medical  School  through  the  kindness  of 
Dr.  Sisson.     It  was  passed  through  three  guinea  pigs  to  increase 


Digitized  by 


Google 


126  The  Heart  Muscle  in  Pneumonia^ 

its  virulence  to  such  a  degree  that  i  cc.  of  a  broth  culture  injected 
into  the  peritoneum  killed  a  guinea  pig  in  twelve  hours.  Its  vir- 
ulence was  kept  at  this  point  by  occasional  passage  through  addi- 
tional guinea  pigs.  Broth  cultures  incubated  from  eighteen  to 
twenty- four  hours  were  used  for  injection  into  the  trachea.  The 
dose  was  5  to  7  cc.  per  kilo. 

The  culture  was  administered  as  follows:*  The  dog  was  given 
subcutaneously  from  0.5  to  i.o  cc.  of  a  3  per  cent  solution  of  mor- 
phin  sulphate  so  that  it  might  not  cough  up  the  culture.  From 
thirty  to  sixty  minutes  later,  the  dog  was  placed  on  the  operating 
table,  etherized,  the  jaws  held  open  by  an  assistant,  the  tongue 
drawn  forward  and  upward,  the  epiglottis  drawn  forward,  and  a 
tube  i>assed  through  the  glottis  into  a  bronchus,  usually  the  right 
bronchus.  The  culture  was  then  forced  through  the  tube  with  a 
syringe,  and  the  dog  was  taken  from  the  table  and  placed  in  a  sick 
room  to  await  the  disease.  Many  of  the  dogs  were  at  the  point  of 
death  as  early  as  eighteen  hours  after  the  inoculation. 

In  six  of  the  ten  experiments  in  which  the  pneumonic  heart  was 
fed  with  normal  blood,  the  dogs  were  allowed  to  die  of  the  disease, 
to  forestall  critics  who  might  say  that  the  dogs  could  not  have  been 
very  ill.  In  one  of  the  remaining  four,  the  temperature  had  fallen 
to  38°  C,  and  the  respiration  was  very  rapid  and  labored;  the 
second  of  the  four  was  entirely  insensible  to  pain ;  the  temperature 
of  the  third  had  fallen  from  40°  to  36°  C;  and  the  fourth  was 
in  coma  with  a  temperature  of  32°  C. 

In  the  ten  experiments  in  which  the  normal  ventricle  was  fed 
with  pneumonic  blood,  the  normal  ventricle  was  taken  from  ten 
healthy  dogs  and  the  pneumonic  blood  from  ten  dogs  in  that  stage 
of  the  disease  that  just  precedes  death.  The  temperature  of  these 
animals  had  begun  the  fatal  descent  which  in  dogs  with  pneumonia 
is  the  precursor  of  the  end.  It  had  been  40°  to  41°  C,  and  the 
operation  was  performed  when  the  temperature  had  fallen  to  38° 
or  37*^,  sometimes  as  low  as  34°.  Five  of  the  dogs  were  in  com- 
plete coma ;  these  dogs  were  entirely  insensitive  to  pain. 

In  the  ten  experiments  in  which  the  pneumonic  heart  was  fed 

*  Lamar,  R.  V.,  and  Meltzcr,  S.  J.,  Jour.  Exper,  Med.,  1912,  xv,  133. 
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with  pneumonic  blood,  the  blood  of  ^ach  animal  was  used  for  its 
own  heart  preparation.  In  nine  of  these  animals,  the  fatal  descent 
in  temperature  had  begun.  Six  of  them  were  entirely  comatose. 
The  tenth  dog  in  this  series  was  not  used  until  the  respiration  had 
ceased  and  the  pulse  was  absent  from  the  exposed  carotid  artery. 
The  dog  was  thereupon  revived  with  normal  saline  injections  and 
artificial  respiration  until  the  blood  had  been  withdrawn  and  the 
heart  extracted.  In  every  experiment  upon  a  pneumonia  dog,  an 
autopsy  revealed  an  extensive  consolidation  of  the  lung. 

Observations. 

TABLE  I. 

The  Average  Duration  of  Contraction  and  the  Total  Weights  of  the  Contraction 
Areas  in  Four  Series  of  Ten  Dogs  Each. 

TotA  weights* 
Average  duration  of  contraction 

Preparati<Mi.  of  conpmctions.  areas. 

min,  gm. 

Series  I.     Normal  ventricle  fed  with  normal  blood...     i8i  8.84 

Scries  II.     Pneimionic  ventricle  fed  with  normal  blood    i87t  8-46 

Scries  III.     Normal  ventricle  fed  with  pneumonic  blood      70  3.40 
Scries  IV.     Pneumonic  ventricle  fed  with  pneumonic 

blood    176  6.46 

♦Each  contraction  area  was  cut  out  of  a  thin  card.  These  cards  were  of 
uniform  thickness,  and  3.5  sq.  cm.  of  card  weighed  o.i  gm. 

t  By  a  clerical  error,  this  figure  was  given  as  200  minutes  in  the  abstract  pub- 
lished in  the  Boston  Med.  and  Surg.  Jour.  (Newburgh  and  Porter,  loc.  cit.). 

The  forty  experiments  on  which  our  conclusions  are  based  are 
presented  in  Table  I.  It  is  at  once  evident  that  the  results  in  Series 
I  and  II  are  identical.  The  pneumonic  ventricle  fed  with  normal 
blood  contracts  as  long  and  as  vigorously  as  the  normal  ventricle.  In 
Series  III  the  normal  ventricle  is  fed  with  pneumonic  blood,  under 
which  condition  the  duration  of  contraction  and  the  contraction 
area  are  little  more  than  one-third  the  normal  value.  In  Series  IV, 
in  which  the  pneumonic  heart  is  fed  with  pneumonic  blood  to  which 
it  had  been  exposed  during  the  course  of  the  disease,  the  duration 
of  contraction  is  but  4  per  cent,  and  the  area  of  contraction  2y  per 
cent  less  than  normal. 
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CONCLUSIONS. 

1.  The  heart  muscle  is  not  functionally  impaired  in  pneumonia, 
since  the  pneumonic  ventricle  beats  normally  as  soon  as  its  food  is 
normal. 

2.  Pneumonic  blood,  suddenly  fed  to  normal  heart  muscle,  low- 
ers its  efficiency,  lessening  the  duration  and  the  area  of  contraction. 

3.  The  heart  muscle  in  pneumonia,  exposed  gradually  to  the 
action  of  the  poison,  largely  adjusts  itself  to  its  poisoned  food. 

EXPLANATION  OF  PLATE  22. 

Fig.  I.  Original  size.  Experiment  of  May  17,  1915.  Contractions  of  the 
part  of  the  left  ventricle  supplied  by  the  first  portion  of  the  circumflex  branch 
of  the  left  coronary  artery.  The  preparation  was  perfused  with  defibrinated 
blood  mixed  with  two  parts  of  normal  saline  solution.  The  blood  was  from  a 
healthy  dog.  The  lever  magnified  five  times.  May  16,  3  p.  m.,  45  cc  of  a  broth 
culture  of  Friedlander's  bacillus  were  injected  into  a  bronchus.  May  17,  9  a.  nu, 
the  temperature  was  41**  C.  At  6  p.  m.  the  temperature  was  38**,  the  dog  was 
completely  insensible,  and  no  ether  was  required  during  the  operation. 
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PLATE  22. 


6.55  P-  m. 


945  p.  m. 
Fig.  I. 

(Ncwburgh  and  Porter:  The  Heart  Muscle  in  Pneumonia.) 
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SERUM  FERMENTS  AND  ANTIFERMENT  AFTER 

FEEDING. 

Studies  on  Ferment  Action.     XXI. 

By  JAMES  W.  JOBLING,  M.D.,  WILLIAM  PETERSEN,  M.D.,  and 
A.  A.  EGGSTEIN,  M.D. 

iFrom  the  Department  of  Pathology,  Medical  Department,  Vanderhilt  Univer^ 

sity,  Nashville,) 

(Received  for  publication,  April  13,  191 5.) 

Considerable  progress  in  our  understanding  of  the  metabolism 
of  protein  digestion  has  been  made  possible  in  recent  years  due 
largely  to  microchemical  investigations  carried  out  by  Van  Slyke 
(i)  and  by  Folin(2),  and  by  means  of  the  ingenious  vividiffusion 
apparatus  of  Abel,  Rowntree,  and  Turner  (3). 

There  has  been,  however,  no  corresponding  investigation  of  the 
serum  ferments  which  might  be  involved  during  the  process,  pos- 
sibly because  of  the  lack  of  a  suitable  quantitative  method  of  esti- 
mating the  amoimt  of  protease  in  the  serum.  Neither  the  optical 
nor  the  dialysis  method  of  Abderhalden  are  of  value  for  such 
work,  for  apart  from  several  objections  of  a  theoretical  nature, 
which  we  have  reviewed  in  a  former  paper  (4),  they  are  incon- 
veniently cumbersome,  and  the  dialysis  method  particularly  is 
open  to  the  serious  objection  that  it  is  not  the  introduced  protein 
(placenta,  tumor  tissue,  etc.)  which  is  digested,  but  that  the  fer- 
ment acts  on  the  serum  proteins.  The  introduced  substrate  there- 
fore adds  an  unnecessary  complication  and  confusion. 

Method  of  Determining  Protease  Action. 

The  method  which  we  have  used  is  based  on  the  following  con- 
siderations. When  serum  antiferment  is  removed  by  means  of 
lipoid  solvents,  chloroform,  ether,  etc.,  whatever  protease  is  pres- 
ent can  become  active  and  digest  the  serum  proteins  (5).    If,  there- 
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fore,  the  amount  of  non-coagulable  nitrogen  is  determined  both 
before  and  after  incubation,  the  difference  in  amount  will  be  an 
index  of  protease  action.  The  nitrogen  determinations  can  be 
made  with  great  facility  by  the  Folin  or  Van  Slyke  method.  We 
have  noticed,  however,  that  under  chloroform  the  increase  in  amino- 
acids  need  not  be  in  proportion  to  the  amount  of  non-coagulable 
nitrogen  found,  the  chloroform  evidently  offering  no  insult  to  the 
true  proteases,  while  the  ereptase  action  may  be  retarded. 

The  normal  activity  of  protease  has  been  assumed  to  be  Isrtic, 
while  the  synthetic  action  of  the  ferment  has  not  been  demon- 
strated. Few  observations  have  been  made  in  this  direction,  the 
idea  being  held  that  the  synthetic  process  is  more  intimately  con- 
nected with  the  fimction  of  the  individual  cell.  Theoretically 
there  is,  of  course,  no  reason  why  proteosynthesis  should  not 
occur  in  the  serum;  indeed,  it  seems  rational  that  such  ferment 
activity  must  be  functionating  when  the  serum  proteins  are  formed. 

The  technique  used  is  as  follows :  The  clear  hemoglobin-free  serum  is  meas- 
ured with  an  accurate  i  cc.  pipette  into  a  rather  wide  test-tube  (about  i8  mm.). 
To  the  tube  0.5  to  0.75  cc.  of  chloroform  is  added  and  the  tube  is  sharply  shaken, 
at  intervals,  until  a  milky  emulsion  is  formed.  We  prefer  chloroform  because 
the  emulsion  is  more  stable  than  with  ether  or  other  lipoid  solvents.  A  control 
tube  is  inactivated  at  60*^  C.  for  30  minutes  and  a  drop  of  toluol  is  then  added 
in  place  of  chloroform.  Both  tubes  are  then  incubated  over  night  (15  to  16 
hours  at  37**).  In  the  morning  about  i  cc  of  a  mixture  of  10  per  cent  acetic 
acid  plus  20  per  cent  salt  solution  is  added,  and  the  tubes  are  then  gently  warmed 
in  a  water  bath  until  the  chloroform  has  been  evaporated.  About  2  or  3  cc  of 
distilled  water  are  then  added  slowly  and  the  tubes  boiled  for  at  least  10  minutes. 
The  coagulated  protein  is  filtered  off  by  means  of  hard  filter  papers,  previously 
moistened,  the  filtrate  being  permitted  to  filter  directly  into  the  large  tubes  used 
for  oxidizing.  The  tubes  are  then  oxidized  and  Nesslerized  according  to  the 
usual  Folin  method,  the  readings  being  made  against  varsring  dilutions  of  the  i 
mg.  standard,  so  that  test  readings  are  made  against  a  standard  of  apparently 
equal  color. 

Whenever  possible  we  made  duplicate  determinations  of  each 
serum  to  obviate  any  error.  When  properly  made  the  difference 
in  any  two  readings  should  not  exceed  a  few  hundredths  of  a  mg. 
per  cc.  of  serum,  a  degree  of  accuracy  sufficient  for  the  work.  If, 
for  example,  the  total  non-coagulable  nitrogen  per  cc.  of  serum  is 
proved  to  be  0.32,  and  after  incubation,  has  increased  to  0.45  mg., 
the  protease  activity  can  be  expressed  as  0.13  mg.  per  cc,  and  has 
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been  so  designated  in  the  accompanying  text-figures.  The  pro- 
teins are  not  precipitated  by  alcohol,  as  in  the  usual  Folin  method, 
because  we  wish  to  determine  the  increase  of  higher  splitting 
products  of  the  proteins  as  well  as  of  the  amino-acids.  By  pre- 
cipitating with  alcohol  the  higher  split  products  would,  of  course, 
be  retained  on  the  filter.  The  non-coagulable  nitrogen  which  we 
determine  is  therefore  not  quite  analogous  to  the  non-protein  nitro- 
gen determined  by  the  Folin  method. 

Method  of  Determining  Serum  Esterase. 

Serum  esterase  has  been  determined  as  follows :  To  i  cc  of  the  serum,  i  cc. 
of  neutral,  redistilled  ethyl  butsrrate  and  0.5  cc  toluol  are  added,  the  volume 
being  brought  to  10  cc.  with  physiological  salt  solution.  The  flasks  are  then 
shaken  100  times  and  incubated  for  4  hours.  25  cc  of  neutral  95  per  cent  alcohol 
are  then  added  to  each  flask  and  the  acidity  which  has  developed  is  titrated 
with  N/50  sodium  hydrate  (alcoholic)  to  a  faint  pink  with  phenolphthalein. 
After  deducting  the  proper  controls,  i.  e.,  serum  alone,  ethyl  butyrate  alone,  etc, 
the  esterase  index  is  expressed  in  terms  of  cc  of  N/ioo  sodium  hydrate  used  to 
neutralize  the  acidity  developed  by  i  cc  of  serum  from  i  cc.  of  ethyl  butyrate. 

The  anti  ferment  has  been  determined  by  the  method  described 
in  our  previous  papers  (5). 

Healthy  adult  dogs  have  been  used  exclusively.  Blood  was 
taken  from  the  ear  veins  before  feeding,  and  the  animals  were 
then  fed  with  chopped  boiled  meat  and  bread.  They  were  permit- 
ted to  eat  as  much  as  desired.  No  water  was  given  until  the  fol- 
lowing day.  Blood  samples  were  usually  taken  at  noon,  at  2  and 
4  p.  m.,  and  the  following  morning. 

EXPERIMENTAL. 

Dog  ^^.— (Text-fig.  i.)  Fed  at  9.30  a.  m.  Bled  at  8.30  a.  m.,  noon,  2  and  4 
p.  m.,  9  p.  m.,  and  the  following  morning.  It  will  be  noted  from  the  chart  that 
the  antiferment  index  dropped  rather  sharply,  rose  again  by  2  p.  m.,  and  re- 
mained fairly  constant  after  that  time.  The  non-coagulable  nitrogen  increased 
from  045  mg.  per  cc.  to  0.5  mg.  at  noon  and  at  2  p.  m.,  after  which  time  it  con- 
tinued to  decline. 

The  protease  action  which  was  0.35  mg.  per  cc.  before  the  meal  had  decreased 
to  0.25  mg.  at  noon,  and  at  both  2  and  4  p.  m.  was  negative.  The  serum  on 
incubation  at  this  time  showed  an  actual  decrease  in  non-coagulable  nitrogen. 
The  serum  taken  at  9.00  p.  m.,  and  that  of  the  morning  showed  almost  the  orig- 
inal protease  index.    Lipase  was  not  determined. 


Digitized  by 


Google 


132 


Serum  Ferments  and  Antiferments  after  Feeding. 


Dog  //.—(Text-fig.  2.)  Fed  at  9.45  a.  m.  Bled  at  9.00  a.  m.,  2  and  4  p.  m., 
and  the  following  morning.  In  this  animal  there  was  a  well  marked  rise  in  the 
anti  ferment  index,  which  persisted  till  the  following  morning.  The  non-coagu- 
lable  nitrogen  showed  a  striking  increase,  reaching  more  than  twice  the  original 
amount  at  4  p.  m.  In  view  of  this  result  we  repeated  the  experiment  at  a  later 
date  on  the  same  animal  with  quite  similar  results.    Thinking  that  possibly  a 
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Text-Fig.  i.  Text-Fig.  2. 

Text-Figs,  i  and  2.    Serum  ferments  and  anti  ferment  index  after  feeding. 

kidney  lesion  might  be  at  fault,  in  view  of  the  repeated  observation  of  renal 
pathology  reported  in  dogs,  the  urine  was  tested  for  albumin  and  casts ;  and  the 
kidneys  were  examined  histologically  with  entirely  negative  results. 

The  serum  showed  an  increase  of  protease  at  noon,  after  which  no  protease 
action  was  found.  The  blood  drawn  at  4  p.  m.,  and  containing  0.9  mg.  of  non- 
coagulable  nitrogen  per  cc,  when  incubated  with  chloroform,  showed  a  decrease 
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to  0.5  tag,  per  cc ;  t.  e.,  a  loss  of  0.4  mg.  per  cc.    The  lipase  showed  a  slight 
decrease. 

Dog  26. — (Text-fig.  3.)  Fed  at  9.30  a.  m. ;  relatively  small  feeding.  Bled  at 
9  a.  m.  and  1.30  p.  m.    Killed  at  4  p.  m. 

The  antiferment  index  remained  constant  for  the  first  two  samples  and 
showed  a  slight  decline  at  4  p.  m.  The  lipase  remained  constant  throughout 
The  non-coagulable  nitrogen  showed  a  marked  increase,  as  will  be  noted  in 
Table  I. 

TABLE  I. 


Serum. 

Non-coagulable 
nitrogen  per  cc. 

After  incubating 
under  chloro- 
form x6  hrt. 

non-coagulable 
nitrogen. 

After  incubating 
under  toluol. 

Decrease  in 

non-coagulable 

nitrogen. 

0  a.  m 

mg, 
0.33 
0.22 
0.31 
0.31 
0.36 
0.39 

mg, 
0.72 

0.66 

0.70 

mg. 
0.49 

0.35 

0.31 

mg, 
0.23 

0.27 

0.29 

mg, 
0 

1^0  P-  m 

A  n.  m 

-.04 

—  .10 

The  protease  action  decreased  progressively,  although  it  did  not 
fall  to  quite  so  low  a  level  as  in  other  experiments. 

When  the  serum,  instead  of  being  inactivated  at  60°,  was  per- 
mitted to  remain  under  toluol  (0.5  cc),  it  will  be  noted  that  for 
the  first  sample  there  was  no  change,  while  in  both  the  other 
specimens  of  serum  a  distinct  decrease  in  non-coagulable  nitrogen 
occurred. 

Estimation  of  Proteoses, 

In  order  to  determine  the  nature  of  the  increase  in  the  non- 
coagulable  nitrogen,  which  was  not  due  to  an  increase  in  urea,  we 
estimated  the  amount  of  proteoses  as  follows : 

To  ID  cc  of  serum,  acetic  acid  and  salt  were  added  and  the  coagulable  pro- 
teins removed  by  filtration  after  acidifying  and  boiling  for  30  minutes.  The 
clear  fluid  was  now  neutralized  and  permitted  to  stand  until  whatever  add  albu- 
minates were  present  had  been  precipitated.  It  was  again  filtered  and  the 
material  placed  in  a  dialyzing  bag  under  toluol.  After  24  to  48  hours,  depending 
upon  the  rate  of  dialysis,  and  having  been  freed  from  all  urea  and  other  dif- 
fusible nitrogenous  substances,  nitrogen  determinations  were  made  on  the  mate- 
rial remaining  in  the  dialyzing  membranes. 

In  place  of  dialyzing  we  have  made  direct  determinations  by  pre- 
cipitating all  the  proteoses  by  saturating  the  boiling  filtrate  with 
sodium  sulphate.  The  precipitate  collected  on  the  filter  while  hot  is 
washed  with  a  saturated  solution  of  sodium  sulphate  and  is  then 
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washed  through  the  filter  with  water  made  slightly  alkaline  with 
sodium  carf)onate.  Nitrogen  determinations  are  made  on  the  pro- 
teoses so  dissolved.  As  a  rule,  the  figures  obtained  after  dialyzing 
are  slightly  higher  than  those  obtained  by  this  method. 
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Text-Fig.  3.  Text-Fig.  4. 

Text-Fig.  3.    Serum  ferments  and  anti ferment  index  after  feeding. 
Text-Fig.  4.    Serum  ferments  and  antiferment  index  after  feeding  in  dog 
with  pancreatic  insufficiency. 

In  the  following  experiments  somewhat  larger  amounts  of  blood 
were  withdrawn  by  means  of  the  suction  pump  from  the  ear  veins 
(about  60  cc.  of  blood)  before  and  after  feeding.  The  animal  was 
usually  anesthetized  after  about  six  or  seven  hours  and  blood  samples 
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'were  removed  from  various  parts  of  the  circulation.  In  these  ex- 
periments it  frequently  happens  that  the  terminal  blood  so  collected 
may  contain  proteases  unless  great  care  is  taken  to  prevent  handHng 
of  the  intestine  and  any  unnecessary  trauma,  for  blood  taken  dur- 
ing such  conditions,  as  well  as  agonal  blood  under  any  circumstances, 
always  contains  proteases.  This  is  shown  in  the  following  experi- 
ment. 

Dog  42. — Small  feeding  at  9.00  a.  m.    Bled  before  feeding  and  at  1.15  p.  m. 
Killed  at  330  P-  »"•  (Table  II). 

TABLE  II. 


Scmin. 


^  ,  . ,    I  After  incubating 

Non^oagulablc ,    under  chloro- 
nitrogen  per  cc.  f^rni. 


Increase  in 

non-coagulable 

nitrogen. 


Non-dialyzable 

nitrogen  per  5 

cc.  of  serxim. 


9  &•  m 

1. 15  p.  m 

I  Arterial 
Inferior  vena  cava. . 
Portal 
Hepatic 


mg. 

0.32 

0.3 

0.21 

0.22 

0.22 

0.22 


mg. 

0.32 

0.31 

0.5 

0.5 

0.45 

0.35 


mg. 

o 

o.oi 

0.29 

0.28 

0.23 

0.13 


mg. 
0.8 
0.71 
0.44 

0.45 


This  experiment  differs  from  the  others  in  that  there  is  a  decrease 
in  non-coagulable  nitrogen,  made  evident  also  by  the  decrease  in  the 
non-dialyzable  nitrogen,  as  shown  in  the  last  column.  The  animal, 
furthermore,  was  without  protease  in  the  serum  at  the  beginning  of 
the  experiment,  but  showed  the  presence  of  the  ferment  when  killed. 
Inasmuch  as  the  ferment  was  found  in  all  the  samples  and  not  only 

TABLE  III. 


Senun. 

Non-coagulable 
nitrogen  per  cc. 

Amino  nitrogen  in  a  cc. 
of  aeram  (direct  deter- 
mination). 

Increase  in  non- 

coagulable  nitrogen 

aner  incubating 

under  chloroform. 

Dog  50 

9  a.  m. 

mg. 
0.34 
0.34 
0.35 
0.45 
0.25 

0.25 
0.34 
0.45 
0.38 

mg. 
1.05 
0.96 
0.99 
1.35 

Amino  nitrogen  per 
5    cc.    of    serum. 
Protein  precipita- 
ted by  alcohol 

0.23 

0.215 

0.283 

mg. 

Noon 

r  Arterial 

3.00  p.  m. 

PorUl 

Hepatic 

Dog  41 
0  a.  nu. . . . 

0.55 
0.43 
0.55 
0.45 

f  Arterial 

3.00  p.  m. " 

Portal 

Hepatic 
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in  the  portal  blood,  in  which  the  concentration,  as  the  following 
experiment  will  show,  is  usually  greatest,  we  believe  that  the  fer- 
ment present  was  due  to  trauma  incident  to  the  collection  of  the 
samples  and  possibly  to  an  agonal  condition. 

The  non-coagulable  nitrogen  is  usually  greatest  in  the  portal  blood, 
as  is  shown  in  Table  III,  taken  from  specimens  of  two  dogs. 

It  is  evident  that  only  part  of  the  increase  in  non-coagulable  nitro- 
gen is  due  to  an  increase  in  amino-acids. 

The  following  experiment  (Table  IV)  shows  that  there  is  no  in- 
crease in  the  higher  split  products  (primary  and  secondary  proteoses) 
in  the  serum. 

Dog  5^.— No  food  for  24  hours.    Large  feeding  of  meat  and  milk  at  8.30  a.  m. 

TABLE  IV. 


Serum. 

Non- 
coagulable 
nitrogen 
percc. 

Incubated 

under 
chloroform. 

Increase 
of  non- 
coagulable 
nitrogen 
under 
chloroform. 

Incubated 
under 
toluol. 

Decrease 
in  non- 
coagulable 
nitrogen. 

Proteoses 
per  X  cc. 
of  seram. 

Lipase 
percc. 

8.3< 
12  1 

a 

§ 

>  a.  m 

loon 

Arterial.... 

Inferior 
vena  cava 

Hepatic... 

Portal 

mg. 

0.31 
0.38 
0.45 

0.37 
0.41 
0.45 

mg. 
0.50 
0.30 
0.43 

0.34 
0.34 
0.51 

mg, 
+0.19 
—0.08 
—0.02 

—0.03 
—0.07 
+0.06 

mg. 
0.25 
0.3 
0.38 

0.34 

0.3 

0.25 

mg. 
0.06 
0.08 
0.07  ' 

0.03 
O.II 
0.2 

mg. 
0.17 

o.is 

0.09 
O.II 

0.0 
0.3 
0.5 

0.3 
0.0 

As  will  be  noted,  there  is  a  distinct  increase  in  non-coagulable 
nitrogen  after  the  feeding,  while  the  serum  protease,  originally  0.19 
per  cc,  drops  in  all  the  samples,  although  the  portal  blood  still  shows 
some  protease  action.  When  preserved  under  toluol  this  serum 
shows  the  greatest  decrease  in  non-coagulable  nitrogen.  The  pro- 
teoses, estimated  by  the  direct  precipitation  with  sodium  sulphate,  are 
decreased  throughout.  It  is  interesting  to  note  that  the  hepatic 
blood  contained  no  lipase. 

The  increase  in  amino-acids  after  feeding  has  previously  been 
noted,  and  Van  Slyke,  CuUen,  and  McLean  (6)  have  recently  dem- 
onstrated an  increase  in  urea  in  the  blood  after  feeding.  We  are 
rather  inclined  to  assume  that  some  of  the  increase  in  non-coagulable 
nitrogen  must  be  due  to  the  lower  dialyzable  split  products  other  than 
amino-acids.     In  certain  pathological  conditions  Pribram  (7)  has 
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noted  an  increase  in  non-dialyzable  protein  split  products ;  this  is  es- 
pecially true  during  anaphylactic  shock,  as  we  shall  show  in  a  later 
paper. 

Occlusion  of  the  Pancreatic  Duct. 

Dog  26. — (Text-fig.  4.)  The  animal  was  operated  on  Feb.  11,  191 5,  the  pan- 
creatic duct  ligated,  and  bile  salts  were  injected  into  the  pancreatic  duct.  The 
animal  recovered  from  the  acute  pancreatitis  so  produced.  On  Feb.  18  it  was 
used  for  the  feeding  experiment,  and  was  killed  the  following  day.    The  pan- 
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Text-Fig.  5.  Average  change  in  non-coagulable  nitrogen  and  serum  protease 
after  feeding. 

creatic  duct  was  found  completely  occluded  and  the  pancreatic  tissue  showed 
marked  evidences  of  a  chronic  inflammation.  The  animal  was  fed  at  9.30  a.  m., 
and  bled  at  9.00  a.  m.,  noon,  2  and  4  p.  m.,  and  the  following  morning.  The 
animal  ate  a  very  large  meal  and  showed  obvious  evidence  of  discomfort  and 
distress  after  the  feeding. 

The  an ti ferment  index  showed  a  slight  drop  and  a  following  recovery.  The 
esterase  showed  rather  a  marked  fall.  The  relation  of  the  non-coagulable  nitro- 
gen and  the  protease  are  typical  and  similar  to  those  of  normal  animals. 

The  Non-Coagulable  Nitrogen  of  the  Serum. 

A  composite  chart  (Text-fig.  5)  made  from  eight  feeding  experi- 
ments shows  a  very  distinct  increase  in  the  non-<:oagulable  nitrogen 
of  the  serum,  reaching  a  maximum  about  five  to  six  hours  after  the 
feeding.  Holweg  (8)  has  recently  shown  that  this  increase  is  due 
partially  to  an  increase  in  urea,  while  the  change  in  amino-acid  and 
albtmioses  is  not  constant.  Abderhalden  and  numerous  other  workers 
with  the  dialysis  method  have  called  attention  to  the  fact  that  for  the 
Abderhalden  test  the  serum  should  be  drawn  before  a  meal  in  order 
to  overcome  the  presence  of  split  products  and  non-specific  ferments 
in  the  blood  stream.  In  several  previous  papers  Abderhalden  had 
denied  the  presence  of  split  products  of  proteins  in  the  serum.  The 
increase  in  amino-acids  as  determined  by  the  Van  Slyke  apparatus 
is  very  slight,  except  in  the  portal  blood,  but  nevertheless  we  have 
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found  It  constant.  On  the  other  hand,  there  is  no  increase  in 
proteoses.  Whether  or  not  there  is  an  increase  in  peptone  we  have 
not  determined. 

Serum  Protease. 

The  protease  curve  in  Text-fig.  5  indicates  a  marked  fall  in 
the  amount  of  ferment  present  in  the  serum  after  feeding.  In 
view  of  the  fact  that  proteolytic  ferments  have  been  demonstrated 
in  the  urine  after  feeding,  the  tryptase  reaching  its  maximum  in 
from  six  to  seven  hours,  these  results  were  quite  contrary  to  our 
expectations.  Inasmuch  as  the  serum  reaction  under  chloroform 
is  slightly  acid,  we  have  several  times  altered  the  reaction  to  one 
slightly  alkaline,  but  have  not  been  able  to  show  an  increased  pro- 
teolysis in  this  way.  It  is  to  be  remembered,  however,  that  we  are 
here  dealing  with  true  protease  and  not  an  ereptase,  the  latter  being 
the  ferment  most  frequently  tested  for  in  the  urine. 

While  this  decrease  in  protease  has  usually  been  noted  in  the  pe- 
ripheral circulation,  the  portal  blood  may  at  the  same  time  show  an 
increase  in  ferment,  as  is  illustrated  in  the  following  experiment 
(Table  V). 

Dog  34, — Fed  at  8.30  a.  m.    Bled  at  845  a.  m.  and  3.30  p.  m. 

TABLE  V. 
Total  Non-Coagulable  Nitrogen  per  Cc. 

mg. 

Before  feeding   0.22  (PeripheraL) 

After  feeding   0.32  (Peripheral  and  portaL) 

Protease.    Increase  of  Non-Coagulable  Nitrogen  on  Standing. 

Before  feeding   0.22  (PeripheraL) 

After  feeding   0.18  (Peripheral) 

After  feeding   0.42  (Portal.) 

The  increased  amount  of  ferment  in  the  portal  blood  evidently 
does  not  pass  the  liver.  It  is  possible  that  in  the  portal  blood  a 
large  amoimt  of  split  products  of  proteins  are  present  which  might 
offer  an  available  su'bstrate  for  ereptase  rather  than  tryptase  action. 
The  absorption  of  free  tryptic  ferment  from  the  normal  intestinal 
tract  must  be  small  in  amount,  for  the  ferment  is  rapidly  bound  by 
the  proteins  present,  so  that  even  in  the  actively  digesting  intestine 
the  amount  of  free  ferment  is  not  large. 
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Whether  the  decrease  of  non-coagulahle  nitrogen  noted  on  in- 
cubation in  various  of  these  experiments  depends  on  any  actual  syn- 
thesis to  coagulable  proteins  or  upon  purely  experimental  manipu- 
lation will  be  discussed  fully  in  a  later  paper. 

Serum  Antiferment. 

The  average  anti  ferment  index  following  feeding  is  shown  in 
Text-fig.  6.  The  increase,  previously  noted,  being  coincident  with 
an  increase  in  split  products  in  the  serum  was  supposed  to  lend  sup- 
port to  the  view  of  Rosenthal  that  the  anti  ferment  was  due  to  pro- 
tein split  products. 

This  increase  is  not  uniform  in  all  animals.  While  in  some  there 
is  a  very  sharp  rise,  others  may  remain  unaltered  or  even  show  a 
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Text-Fig.  6.    Average  change  in  antiferment  titer  after  feeding. 

Text-Fig.  7.    Average  change  in  lipase  after  feeding. 

decrease.     The  increase  is  probably  due  to  an  increase  in  unsatu- 
rated lipoids,  a  subject  which  we  have  previously  discussed  (5). 

Serum  Esterase. 

The  increase  in  serum  esterase  is  very  slight  in  amount,  the 
average  for  the  experiments  (Text-fig.  7)  rising  from  0.9  cc.  N/ioo 
sodium  hydrate  to  1.2  cc.  after  three  hours.  When  samples  are  col- 
lected at  various  parts  of  the  circulation,  the  blood  from  the  hepatic 
veins  usually  contains  less  ferment  than  from  other  sources,  indi- 
cating that  the  source  of  the  ferment  is  probably  not  in  the  liver. 
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CONCLUSIONS. 

1.  After  feeding,  an  increase  in  non-coagulable  nitrogen  of  the 
serum  can  be  determined,  reaching  a  maximum  in  about  six  hours. 

2.  This  increase  is  greatest  in  the  portal  blood  and  is  partially 
due  to  an  increase  in  amino-acids.     There  is  no  increase  in  proteoses. 

3.  There  is  usually  a  progressive  decrease  in  serum  protease, 
reaching  a  minimum  after  from  five  to  seven  hours. 

4.  The  portal  blood  may  show  an  unaltered  or  an  increased 
amoimt  of  protease. 

5.  The  serum  anti ferment  shows  a  slight  increase,  but  is  subject 
to  considerable  fluctuation. 

6.  The  serum  lipase  (esterase)  shows  a  slight  increase,  reaching 
a  maximum  after  three  hours.  The  hepatic  blood  usually  contains 
the  lowest  concentration  of  lipase. 
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SERUM  FERMENTS  AND  ANTIFERMENT  DURING 
TRYPSIN  SHOCK. 

Studies  on  Ferment  Action.     XXII. 

By  JAMES  W.  JOBLING,  M.D.,  WILLIAM  PETERSEN,  M.D.,  and 
A.  A.  EGGSTEIN,  M.D. 

(From  the  Department  of  Pathology,  Medical  Department,  Vanderbilt  Univer' 

sity,  Nashville.) 

(Received  for  publication,  April  19,  1915.) 

In  an  extended  series  of  papers  Kirchheim  (i)  has  studied  the  question  of 
the  toxicity  of  trypsin  in  both  its  local  and  general  effects.  The  resistance  of 
fiving  tissue  to  the  local  effect  of  trypsin  has  also  been  studied  by  Langenskiold 
(2)  and  by  Marie  and  Villandre  (3).  Kirchheim  called  attention  to  the  simi- 
larity of  tr3rpsin  intoxication  to  anaphylactic  and  peptone  shock.  He  determined 
that  the  toxicity  was  destroyed  when  the  ferment  was  inactivated  by  heat  and 
that  the  fresh  pancreatic  secretion  was  not  toxic  unless  activated  by  enterokinase. 
He  concluded  therefrom  that  the  toxicity  was  not  due  to  admixed  protein  split 
products.  In  order  to  determine  whether  the  toxicity  depended  upon  the  effect 
of  the  ferment  directly  on  the  living  cell,  or  whether  split  products  were  first 
formed  from  soluble  proteins,  in  this  way  leading  to  an  indirect  intoxication, 
Kirchheim  tried  the  effect  of  the  ferment  directly  on  spermatozoa.  Since  he 
found»  however,  that  the  spermatozoa  were  injured  neither  by  the  ferment  nor 
by  split  products  produced  by  the  action  of  the  ferment,  Kirchheim  drew  no 
definite  conclusion.  In  his  work  on  the  serum  an ti  ferment  Kirchheim  showed 
that  both  theories  held  (split  products  in  the  serum,  and  true  antibody  forma- 
tion) were  erroneous.  Incidentally  he  noted  that  chloroform  rendered  the 
semm  albumin  more  digestible  by  trypsin. 

In  view  of  the  similarity  of  trypsin  intoxication  to  anaphylactic 
and  peptone  shock  we  have  undertaken  a  series  of  experiments  to 
determine  the  effect  of  the  ferment  when  injected  into  the  blood 
stream  of  dogs.  The  trypsin  used  was  either  commercial  pancreatin 
(for  intestinal  injection)  or  purified  according  to  the  method  previ- 
ously described  (4).  The  latter  ferment  was  very  active  and  when 
dried  retained  its  strength  unimpaired.  The  serum  ferments  were 
titrated  according  to  the  method  described  fully  in  a  previous  paper 
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(5).     Dogs  of  medium  weight   (five  to  nine  kilos)   were  used 
throughout. 

EXPERIMENTAL. 

Dog  II. — (Text-fig.  i.)  Weight  5.5  kilos.  0.27  gm.  of  purified  trypsin  was 
dissolved  in  5  cc.  of  normal  saline  and  injected  intravenously  at  noon.  The 
animal  became  ill  immediately,  cried  with  pain,  and  was  nauseated.  Bled  after 
10  minutes,  at  2  and  4  p.  m.,  and  the  following  morning.  As  will  be  noted  from 
Text-fig.  I  there  was  an  immediate  rise  in  serum  protease,  the  blood  taken  10 
minutes  after  the  injection  digesting  slightly  more  than  0.6  mg.  of  nitrogen 
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ment  titer. 


I.    Effect  of  trypsin  injection  on  the  serum  ferments  and  antifcr- 


from  serum  proteins  per  cc.  The  maximum  effect  was  noted  after  2  hours,  fol- 
lowed by  a  gradual  decline.  The  non-coagulable  nitrogen  showed  a  gradual 
decrease,  with  an  increase  after  24  hours.  The  antiferment  index  fell  imme- 
diately, recovered  gradually,  and  increased  after  24  hours,  after  which  the  orig- 
inal titer  was  reached. 
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The  lipase  curve  shows  a  striking  rise,  this  being  progressive  for  2  hours, 
after  which  the  amount  is  lessened,  but  remains  at  a  high  level  during  the  fol- 
lowing day. 

There  was  a  marked  leucopenia  immediately  following  the  injection,  followed 
by  a  Icucocytosis  for  the  next  48  hours.  The  maximum  rise  in  temperature  was 
noted  after  4  hours. 

A  similar  experiment  is  shown  in  Text-fig.  2. 
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Text-Fig.  2. 


Text-Fig.  2  a. 


Text-Fig.  2.  Effect  of  trypsin  injection  on  the  serum  ferments  and  antifer- 
ment  titer. 

Text-Fig.  2  a.  Effect  of  subcutaneous  injection  of  trypsin  on  the  serum  fer- 
ments and  antiferment  titer. 

Dog  14, — (Text-fig.  2.)     Weight  9.4  kilos.    Injected  0.1  gm.  of  very  active 

trypsin  at  10.55  a.  m.    Bled  at  11  a.  m.,  i  and  4  p.  m.,  and  the  following  morning. 

In  this  experiment  the  increase  in  protease  was  not  noted  immediately  after 
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injection,  but  only  at  the  time  of  the  second  bleeding,  when  the  maximum  was 
reached.  The  lipase,  too,  showed  no  immediate  change,  but  remained  constant, 
showing  a  marked  increase  at  i  p.  m.  The  antiferment,  instead  of  showing  an 
immediate  decline,  rose  at  first,  and  the  fall  was  noted  only  during  the  afternoon. 
The  temperature  and  leucocyte  count  were  similar  to  those  in  the  previous 
animal. 

Text-fig.  3  illustrates  a  similar  experiment. 
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Text-Fig.  3.  Text-Fig.  3  a. 

Text-Fig.  3.  Effect  of  trypsin  injection  on  serum  ferments  and  antifer- 
ment titer. 

Text-Fig.  3  a.    Effect  of  inactivated  trypsin  injection. 

Dog  35. —  (Text-fig.  3.)  Weight  6  kilos.  0.2  gm.  of  an  active  trypsin  prepa- 
ration was  given  intravenously  at  9.30  a.  m.  The  animal  became  quite  ill,  the 
temperature  reaching  105**  F.    The  rise  in  the  protease  in  the  serum  was  imme- 


Digitized  by 


Google 


James  W.  Jobling,  William  Petersen,  and  A.  A.  Eggstein.      145 

diatc  The  an ti ferment  dropped  quite  markedly.  The  animal  showed  no  rise 
in  lipase.  The  non-coagulable  nitrogen  rose  almost  immediately  and  remained 
high  for  24  hours. 

Inactive  Trypsin. 

According  to  Kirchheim,  his  inactive  trypsin  preparations  were 
non-toxic  in  the  animals  which  he  used  (guinea  pigs  and  rabbits). 
In  our  experiments  we  have  not  been  able  to  confirm  this  finding. 
Inasmuch  as  by  this  method  the  question  as  to  whether  the  ferment 
is  toxic  because  of  its  ferment  property,  or  because  of  its  inherent 
toxicity  as  a  proteose,  is  to  be  decided,  we  have  repeated  our  ex- 
periments imder  various  conditions  and  with  several  different  tryp- 
sin preparations.  We  have  without  exception  found  the  inactivated 
ferment  toxic  for  dogs,  as  indicated  by  the  resulting  malaise  and  the 
eflFect  on  temperature  and  leucocyte  count.  The  effect  on  the  fer- 
ments of  the  serum  is  shown  in  the  accompanying  charts.^ 

Dog  35. — (Text-fig.  3  a.)  The  same  trypsin  preparation  was  used  as  before, 
but  inactivated  by  boiling  for  10  minutes  after  alkalinizing  with  sodium  carbo- 
nate. oj2  gm.  was  given  intravenously  at  10.15  a.  m.  The  animal  became  ill  and 
showed  a  temperature  and  leucoc3rte  count  similar  to  that  following  the  active 
trypsin  injection.  The  an  ti  ferment  showed  a  slight  rise  followed  by  a  drop, 
with  recovery  the  following  day.  The  protease,  which  was  high  at  the  beginning 
of  the  experiment,  showed  a  progressive  decline.  The  non-coagulable  nitrogen 
increased  after  24  hours,  as  with  the  active  preparation.  The  lipase  showed 
practically  no  change. 

Dog  ij.— (Text-fig.  4.)  Weight  5.7  kilos.  0.25  gm.  of  inactivated  trypsin 
was  injected  at  10.20  a.  m.  This  animal  responded  with  a  picture  of  intoxication 
similar  to  that  produced  by  the  active  preparation.  The  temperature  and  leuco- 
C3rte  curve  are  typical  There  was  a  distinct  fall  in  the  antiferment,  followed 
by  a  gradual  recovery.  There  was  a  moderate  rise  in  the  serum  lipase.  The 
serum  protease  showed  a  slight  increase,  with  a  following  decline  to  zero  the 
next  day.  The  non-coagulable  nitrogen,  with  the  exception  of  a  slight  initial 
rise,  remained  unchanged. 

Subcutaneous  Injections. 

If  the  dose,  instead  of  being  brought  directly  into  the  blood  stream, 
is  injected  subcutaneously,  there  are  apparent  no  toxic  effects  as  far 
as  the  general  condition  of  the  animal  is  concerned.  Such  an  ex- 
periment is  as  follows : 

1 F.  Ishiwara  (abstracted  in  Sei-I-Kwai  Med.  Jour.,  191 5,  xxxiv,  19)  has  re- 
cently noted  the  toxicity  of  inactivated  trypsin  and  considers  it  due  to  the  pres- 
ence of  diamino-acids. 


Digitized  by 


Google 


146      Serum  Ferments  and  Antiferment  during  Trypsin  Shock. 

Dog  14. — (Text-fig.  2  a.)  0.1  gm.  of  active  trypsin  was  injected  subcu- 
taneously  at  10.15  a.  m.  (the  intravenous  dose  is  shown  in  Text-fig.  2).  The 
temperature  of  the  animal  remained  practically  unaltered;  the  leucocyte  count 
increased  gradually.    The  antiferment  curve  showed  rather  a  marked  fall,  with 
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Text- Fig.  4.  Effect  of  inactivated  trypsin  on  seruiti  ferments  and  antifer- 
ment titer. 

an  increase  the  following  day.    The  protease  was  unaltered  until  the  following 
morning  when  a  slight  increase  was  noted.    The  lipase  showed  a  slight  decrease. 

Gastric  Absorption. 

When  pancreatin  is  introduced  into  the  stomach  there  is  practically 
no  increase  in  the  ferments  of  the  serum,  the  introduced  ferment  be- 
ing probably  destroyed  before  the  duodenal  tract  is  reached.  The 
following  experiment  is  illustrative. 
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Dog  14. — (Text-fig.  5.)  i  gm.  of  commercial  pancreatin  was  dissolved  in 
25  cc  of  water  and  injected  into  the  stomach  at  9.30  a.  m.  Bled  at  10.00  and 
11.30  a.  m.,  1.30  and  4.00  p.  m.,  and  the  following  morning.  There  resulted  a 
gradual  rise  in  temperature  and  leucocyte  count,  and  a  rather  marked  fall  in 
antiferment,  with  rapid  recovery,  was  noted.  The  lipase  remained  constant 
The  non-coagulable  nitrogen  showed  first  a  slight  decrease,  followed  by  a  rise 
in  the  afternoon.  The  protease,  which  fell  to  zero  after  injection,  reached  the 
original  titer  in  the  afternoon,  but  declined  the  following  morning. 
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TEXT-Fia  5. 


Text-Fig.  sa. 


Text-Fig.  5  b. 


Text-Fig.  5.  Effect  of  gastric  absorption  of  pancreatin  on  serum  ferments 
and  antifermcnt  titer. 

Text-Fig.  5  a.  Effect  of  intestinal  absorption  of  trypsin  on  serum  ferments 
and  and  ferment  titer. 

Text-Fig.  5  b.  Effect  of  intestinal  absorption  of  pancreatin  on  serum  fer- 
ments and  antiferment  tittn 
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Intestinal  Absorption, 

In  order  to  determine  whether  a  toxic  effect  of  the  ferment  could 
result  from  intestinal  absorption  the  following  experiment  was  un- 
dertaken in  which  the  dissolved  ferment  was  injected  directly  into  a 
loop  of  the  small  intestines. 

Dog  24. — (Text-fig.  5  a.)  The  animal  was  anesthetized  and  a  loop  of  small 
bowel  isolated  through  a  small  laparotomy  wound  under  strict  aseptic  precau- 
tions; 0.5  gm.  of  a  very  active  trypsin  preparation  was  injected.  First  blood 
taken  during  anesthesia.  Bled  at  10.00  a.  m.,  noon,  2  and  4  p.  m.,  when  the 
animal  was  killed.  Text-fig.  5  a  gives  the  ferment  picture  in  detail.  Contrary 
to  the  direct  intravenous  injection  the  dog  showed  a  marked  leucoc3rtosis  and 
only  a  slight  fall  in  temperature.  The  antiferment  showed  the  usual  fall  with 
partial  recovery  and  secondary  drop.  The  lipase  curve  showed  the  typical  rise 
indicative  of  the  intoxication.  The  serum  protease,  instead  of  a  rise,  showed  a 
distinct  fall,  a  recovery  to  the  normal  titer  occurring  in  the  afternoon. 

In  place  of  the  very  active  and  toxic  preparation  the  following 
experiment  was  made  with  pancreatin  (commercial). 

Dog  40. — (Text-fig.  5  b.)  Similar  to  the  above;  0.5  gm.  of  commercial  pan- 
creatin was  injected  into  a  loop  of  the  small  bowel  at  9.15  a.  m.  Bled  at  9.30 
a.  m.,  noon,  and  3.00  p.  m.  In  this  experiment  there  was  no  evidence  of  an 
intoxication  in  so  far  as  the  temperature  and  leucocyte  count  are  concerned. 
There  was  practically  no  change  in  the  antiferment  and  non-coagulable  nitrogen 
of  the  serum;  the  protease  showed  an  immediate  increase,  while  the  lipase 
showed  at  first  a  fall  and  then  a  slight  rise  in  titer. 

DISCUSSION. 

The  experiments  have  demonstrated  that  when  active  trypsin  solu- 
tions are  injected  into  the  blood  stream  an  intoxication  results,  mani- 
fested by  marked  gastro-intestinal  irritation,  a  rise  of  temperature, 
with  a  primary  leucopenia,  followed  by  a  leucocytosis.  There  is 
usually  an  immediate  rise  in  serum  protease  and  serum  esterase,  to- 
gether with  a  lengthening  of  the  coagulation  time,  which  in  some 
instances  may  lead  to  a  complete  inhibition  of  coagulation.  In 
many  ways  the  picture  is  not  dissimilar  to  anaphylactic  shock,  which 
we  shall  discuss  in  a  later  paper.  In  the  latter  condition  there  is 
associated,  however,  a  marked  increase  in  the  non-coagulable  nitro- 
gen of  the  serum,  representing  protein  split  products,  and  in  so  far 
differing  from  the  effect  with  trypsin. 

The  antiferment  change  usually  consists  of  an  immediate  drop, 
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with  recovery  fallowing  in  a  few  hours:  This  lowering  of  the  an- 
titryptic  titer  is  probably  not  due  to  a  saturation  of  the  anti ferment 
by  the  injected  trypsin,  for  the  extent  of  the  fall  is  not  related  to  the 
amount  of  ferment  injected  nor  to  its  activity.  It  is  more  prob- 
ably the  expression  of  a  colloidal  change  in  the  serum  whereby  the 
lipoids  are  changed  from  a  greater  to  a  less  disperse  state.  This 
would  seem  reasonable  in  view  of  the  fact  that  a  similar  change 
occurs  in  anaphylactic  and  peptone  shock  and  following  the  injection 
of  various  other  substances, — 'bacteria,  serum,  etc.  There  is,  of 
course,  the  possibility  of  a  rapid  oxidation  occurring,  with  a  result- 
ing lowering  of  the  anti  ferment  strength  because  of  an  alteration  of 
the  unsaturated  carbon  bonds.  A  simple  physical  change  seems, 
however,  to  account  more  readily  for  the  rapidity  of  the  various 
fluctuations  that  occur. 

The  question  as  to  the  toxicity  of  trypsin  resolves  itself  into  an 
endeavor  to  decide  whether  free  protease  activity  in  the  blood  stream 
is  noxious ;  whether  the  trypsin  molecule  apart  from  its  tryptic  ac- 
tivity is  toxic;  whether  due  to  admixed  foreign  toxic  material  (pro- 
tem  split  products) ;  or  whether  the  ferment  free  in  the  serum  is 
able  to  split  non-toxic  body  proteins  to  toxic  products  and  so  induce 
an  indirect  toxic  effect. 

We  have  been  able  to  demonstrate  a  considerable  increase  in  serum 
protease  immediately  following  the  injection,  an  increase  maintained 
for  two  or  more  hours  and  then  rather  rapidly  disappearing.  It 
would  seem  reasonable  that  this  represents  the  injected  ferment, 
were  it  not  for  the  fact  that  the  ferment  activity  so  demonstrable  is 
not  active  in  an  alkaline  medimn,  but  only  in  a  neutral  or  acid  reaction ; 
that  the  increase  may  be  progressive ;  that  in  one  experiment  the 
ferment  was  not  demonstrable  in  blood  drawn  five  minutes  after  the 
injection,  but  became  apparent  later.  Furthermore,  a  similar,  if  not 
so  marked  an  increase  in  serum  protease  may  occur  during  peptone 
and  anaphylactic  shock.  If  we  regard  the  ferment  rise  as  a  mobiliza- 
tion of  ferments  from  the  animal  organism,  the  explanation  that  the 
lowering  of  the  anti  ferment  titer  is  due  to  a  saturation  with  ferment 
finds  a  stronger  basis,  for  the  amount  of  ferment  so  liberated  need 
have  no  relation  to  the  amoimt  and  strength  of  the  ferment  injected. 
On  the  other  hand,  the  inactivated  preparations,  while  toxic,  usually 
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do  not  produce  the  increase  in  serum  protease,  although  the  antifer- 
ment may  show  marked  changes. 

Our  experiments  differ  from  those  of  Kirchheim  in  that  we  have 
found  the  inactive  trypsin  solution  toxic  for  dogs ;  Kirchheim  f oimd 
that  his  inactivated  preparations  were  non-toxic  for  guinea  pigs  and 
rabbits.  We  are  not  able  to  account  for  this  discrepancy.  As  evi- 
dences of  the  toxic  effect  we  have  observed  the  general  conditions 
of  the  animals,  together  with  the  temperature  and  leucocyte  coimt^ 
and  in  no  instance  have  we  noted  any  great  difference  between  the 
active  and  inactive  preparations  in  these  respects.  From  our  results 
we  are  inclined  to  the  view  that  the  toxicity  does  not  depend  on  the 
activity  of  the  ferment,  but  rather  on  the  ferment  molecule  itself. 
While  it  is  true  that  the  more  active  trypsin  preparations  are  most 
toxic,  the  increase  may  in  part  be  due  to  the  elimination  of  protective 
colloids  during  the  course  of  purification. 

The  rise  in  lipase  noted  after  the  injections  is  not  peculiar  to  the 
trypsin  intoxication,  but  occurs  during  similar  intoxications  from 
other  causes  (anaphylaxis,  peptone,  etc.). 

As  might  be  anticipated,  the  experiments  with  the  feeding  or  sub- 
cutaneous injections  of  trypsin  lead  to  no  appreciable  increase  in 
the  amount  of  serum  protease  demonstrable,  nor  were  there  any 
definite  effects  of  intoxication  from  the  amounts  used. 

On  the  other  hand,  when  the  ferment  is  brought  directly  into  the 
small  bowel,  an  influence  on  the  serum  protease  is  apparent.  This 
may  result  in  a  simple  increase  when  a  large  amount  of  a  relatively 
weak  trypsin  preparation  is  used,  without  evidences  of  an  intoxica- 
tion. This  would  in  a  way  simulate  the  normal  condition  during 
digestion,  except  that  the  ferment  finds  no  substrate  to  which  it  can 
become  attached.  When,  however,  a  very  active  preparation  is  in- 
jected, an  intoxication  may  result.  Instead  of  the  blood  showing 
an  increase  of  protease  in  this  case,  an  actual  decrease  may  occasion- 
ally be  observed,  as  shown  in  Text-fig.  5  a.  When  the  liver  of  such 
an  animal  is  examined  histologically,  profound  fatty  changes  are 
observed.  It  is  possible  that  the  ferment,  when  absort)ed,  does  not 
pass  the  liver  into  the  general  circulation.  This  would  correspond 
to  the  condition  which  we  have  noted  after  feeding,  in  which  th6 
portal  blood  may  contain  considerable  protease,  while  the  peripheral 
blood  may  contain  much  less  or  none  at  all. 
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The  possibility  that  intoxication  may  occur  from  the  absorption 
of  large  amoimts  of  free  tryptic  ferment  from  the  bowel  under 
pathological  conditions  must  be  considered.  This  would  be  more 
apt  to  occur  if  the  inFestinal  tract  were  empty,  so  that  the  secreted 
ferment  would  remain  unbound  by  proteins. 

As  will  be  noted  from  the  text-figures,  there  is  no  fixed  relation  be- 
tween the  number  of  leucocytes  and  the  ferments  or  anti ferment, 
thus  corroborating  the  recent  finding  of  Rosenow  and  Farber  (6), 
who  noted  that  the  leucocyte  coimt  and  the  destruction  of  leucocytes 
had  no  constant  effect  on  the  anti  ferment  titer.  Caro  (7)  noted  that 
the  number  of  lymphocytes  (which  are  supposed  to  contain  a  lipo- 
Ijrtic  ferment)  bore  no  relation  to  the  lipolytic  activity  of  the  serum. 

The  questions  which  arise  in  view  of  the  marked  increase  in  both 
protease  and  lipase  during  these  intoxications  (inclusive  of  anaphy- 
lactic shock,  peptone  poisoning,  etc.)  concern  their  origin  and  effect 
on  the  organism.  We  are  inclined  to  the  view  that  they  are  mobil- 
ized from  the  tissue  cells  in  general,  and  not  from  any  specific  organ. 
It  seems  certain  at  least  that  they  do  not  come  from  the  liver,  for 
the  hepatic  blood  usually  contains  the  minimal  concentration  of  the 
ferments  under  discussion. 

In  order  to  discuss  their  effect  we  must  keep  in  mind  certain  fun- 
damental factors  concerned  in  protein  intoxication.  The  true  pro- 
teases act  only  on  native  proteins,  which  are  split  into  certain  definite 
components  probably  preexisting  in  the  protein  molecule  (Levene). 
These  may  be  toxic,  certain  of  the  proteoses  being  especially  toxic 
for  guinea  pigs  (8,  9),  others,  as  far  down  as  the  peptones,  being 
even  more  markedly  toxic  for  dogs. 

The  proteases  do  not  act  in  the  presence  of  the  antiferment.  In- 
asmuch as  the  serum  always  contains  an  antiferment,  protease  action 
is  normally  held  completely  in  abeyance.  Therefore  under  normal 
conditions,  even  with  proteases  present  in  the  serum,  toxic  split 
products  can  not  be  formed  from  the  serum  proteins.  This  protec- 
tion is  not  necessarily  intracellular. 

Any  condition  which  tends  to  remove  the  antiferment  protection 
may  result  in  splitting  and  a  consequent  intoxication.  In  this  way 
the  so  called  anaphylatoxins  are  formed  when  the  antiferment  is 
adsorbed  by  the  various  agents  used, — bacteria,  agar,  kaolin,  etc. 
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The  released  serum  protease  then  can  simply  split  the  serum  pro- 
tein (lo).  In  a  similar  manner  when  the  antiferment  is  removed 
by  lipoidal  solvents  the  serum  becomes  toxic  ( 1 1 )  ;  and  the  splitting 
which  takes  place  in  the  Abderhalden  test  has  its  basis  along  similar 
lines  (12). 

It  is  possible  that  a  lowering  of  the  antiferment  titer  may  have 
some  part  in  producing  an  intoxication.  Such  a  lowering  takes 
place  not  only  following  trypsin  injections,  but  following  many 
other  conditions,  some  of  which  have  been  noted  by  Pfeiffer  and 
Jarisch  (13).  The  toxicity  of  kaolin  (14)  and  certain  colloids  can 
be  explained  in  this  way.  Conversely  the  raising  of  the  antiferment 
titer  may  prevent  an  intoxication  if  that  intoxication  depends  upon 
the  formation  of  toxic  split  products  and  not  upon  the  introduction 
of  preformed  toxic  substances.  We  have  previously  called  atten- 
tion to  such  conditions  (15). 

We  may  sharply  differentiate  the  true  serum  protease  from  the 
ereptase  action  of  the  serum,  which  is  solely  concerned  with  the 
split  products  of  the  protein  molecule  (casein  being  an  exception  to 
the  general  rule  that  the  native  proteins  are  not  split  by  this  ferment) . 
The  ereptase  is  not  influenced  by  the  antiferment,  so  that  under  nor- 
mal serum  conditions  it  is  only  the  ereptase  which  can  be  active.  It 
is  this  ferment  which  is  chiefly  responsible  for  the  changes  occurring 
in  the  Abderhalden  reaction.  The  ereptase  may  be  responsible 
as  an  intoxicating,  as  well  as  a  detoxicating  agent.  Thus  a  serum 
may  contain  non-toxic  proteoses  which  may  be  rapidly  split  to  toxic 
peptones  by  the  ferment.  Later,  however,  the  serum  ferment  may 
split  these  same  toxic  substances  to  amino-acids  and  thus  cause  a 
complete  detoxication. 

The  ereptase  must  not  be  supposed  to  be  only  lytic  in  action. 
There  is  considerable  evidence,  which  we  shall  discuss  in  a  later 
paper,  that  the  ferment  is  actually  synthetic  under  certain  condi- 
tions. From  these  conditions  it  would  seem  probable  that  the  in- 
crease in  protease  and  ereptase  which  occurs  during  the  various  so 
called  protein  intoxications  may  be  of  considerable  aid  in  the  process 
of  detoxication. 

CONCLUSIONS. 

I.  The  intravenous  injection  of  trypsin  in  dogs  results  in  a  shock 
similar  in  many  respects  to  anaphylactic  and  peptone  shock. 
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2.  The  injection  is  followed  by  a  marked  rise  of  serum  protease 
and  lipase. 

3.  The  anti ferment  usually  shows  a  distinct  drop  in  titer,  with  a 
recovery  following  in  from  four  to  twenty- four  hours. 

4.  The  non-coagulable  nitrogen  shows  no  constant  alteration,  but 
is  never  greatly  changed  in  amount. 

5.  Inactivated  preparations  were  in  some  respects  followed  by 
symptoms  similar  to  those  following  the  injection  of  the  active  prep- 
aration. 

6.  Subcutaneous  and  gastric  absorption  was  practically  without 
effect. 

7.  Intestinal  absorption  was  followed  by  an  increase  in  serum  pro- 
tease without  evidence  of  intoxication,  or  by  typical  s)rmptoms  of 
acute  poisoning. 

8.  The  leucocyte  curve  bears  no  constant  relation  to  the  serum 
protease  or  lipase. 
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THE  IMMUNOLOGICAL  RELATIONS  OF  THE  ROUS 
CHICKEN   SARCOMA.! 

By  WILLIAM  H.  WOGLOM,  M.D. 

(From  Columbia  University,  George  Crocker  Special  Research  Fund,  New  York,) 

(Received  for  publication,  April  22,  191 5.) 

The  tumor^  used  throughout  these  experiments  was  the  first 
chicken  sarcoma  reported  by  Dr.  Peyton  Rous,^  to  whose  courtesy 
the  laboratory  of  the  Crocker  Fund  is  indebted  for  the  fowl  from 
which  the  transplants  were  made. 

This  growth,  according  to  Rous's  description,  is  composed  of 
loose  bundles  of  spindle  cells,  crossing  in  every  direction  and  sep- 
arated from  the  smaller  blood  vessels  only  by  endothelium.  Inter- 
cellular fibrils  can  be  demonstrated  with  Mallory's  phosphotungstic 
acid  stain,  though  they  are  rare  in  the  more  cellular  portions  of  the 
tumor.  Areas  of  necrosis  are  present,  dependent,  in  general,  upon 
insufficient  vascularization.  The  sarcoma  shows  a  marked  tend- 
ency to  invade  the  surrounding  tissues;  furthermore,  it  metasta- 
sizes, generally  by  way  of  the  blood  stream  and  most  commonly  in 
the  lungs,  although  secondary  nodules  in  the  heart,  liver,  and  spleen 
are  not  rare.  It  possesses,  accordingly,  many  of  the  character- 
istics of  the  transplantable  tumors  of  the  mouse  and  rat,  but  differs 
fundamentally  from  these  in  being  transmissible  in  the  form  of  a 
Berkefeld  filtrate  or  of  dried  tissue. 

When  the  present  investigation  was  started,  the  immune  reac- 
tions associated  with  this  growth  had  not  been  fully  investigated; 

1  Read  before  the  American  Association  for  Cancer  Research,  St  Louis,  April 

I,  1915. 

2  The  employment  of  such  terms  as  "  sarcoma  "  and  "  tumor  "  throughout  this 
paper  is  to  be  looked  upon  rather  as  a  concession  to  convenience  than  as  indi- 
cating the  possession  of  any  definite  idea  regarding  the  nature  of  the  material 
in  question. 

8  Rous,  P.,  Jour,  Exper,  Med,,  1910,  xii,  696. 

154 


Digitized  by 


Google 


WiUiam  H.  Woglom.  165 

thus,  it  was  not  known  whether  fowls  can  be  rendered  resistant  to 
its  inoculation  by  previous  treatment  with  fowl  tissue,  after  the 
manner  in  which  mice  can  be  made  refractory  to  mouse  tumors  with 
the  normal  tissues  of  their  species. 

The  injection  of  0.05  gm.,  or  even  less,  of  mouse  spleen,  kidney, 
embryo,  or  blood  corpuscles  will  confer  a  resistance  to  the  subse- 
quent implantation  of  mouse  tumor  in  from  70  to  100  per  cent  of 
treated  animals,  which  sets  in  by  the  third  day,  reaches  its  height 
about  the  tenth,  and  persists  for  approximately  three  months. 

It  has  been  suggested  by  Pitzman*  that  the  refractory  condition 
so  evoked  is  due  solely  to  a  bacterial  infection  set  up  at  the  time 
when  the  immunizing  material  is  introduced.  If  this  were  true,  it 
should  be  possible  to  elicit  resistance  by  preliminary  treatment  with 
the  tissues  of  animals  other  than  the  mouse;  the  majority  of  ob- 
servers, however,  deny  that  this  can  be  accomplished.  In  serious 
conflict  with  such  an  hypothesis,  furthermore,  is  the  observation  of 
Woglom*^  that  the  highest  degree  of  resistance  is  procured  by 
treatment  with  embryo  skin,  although,  as  both  aerobic  and  an- 
aerobic cultures  made  in  this  laboratory  show,  this  is  the  tissue,  of 
all  those  used  to  induce  the  refractory  condition,  which  is  certain 
to  be  sterile.  It  is  highly  probable,  therefore,  that  the  presence  of 
an  artificial  immunity  to  timior  implantation  represents  the  com- 
pletion of  a  specific  reaction. 

A  preliminary  communication®  described  unsuccessful  attempts  to 
duplicate  this  reaction  in  fowls  by  treatment  with  ten  day  chick 
embryos,  five  to  forty  days  before  tumor  inoculation.  The  small 
size  of  some  of  the  growths  in  fowls  thus  injected  thirty-two  or 
forty  days  before  introduction  of  the  sarcoma  suggested  the  pos- 
sibility that  a  much  longer  time  might  be  required  for  the  develop- 
ment of  complete  immimity  than  the  ten  days  necessary  in  mice. 
Hence,  the  period  was  extended  to  100  days. 

Details  of  individual  experiments  are  to  be  found  in  the  accom- 
panying table. 

The  fowls  which  it  was  sought  to  immunize  were  injected  in  the 

*  Pitzman,  M.,  Ztschr,  f,  Krebsforsch.,  1914,  xiv,  57. 

*  Woglom,  W.  H.,  Jour,  Exper.  Med.,  1912,  xvi,  629. 

*  Woglom,  Proc.  N,  Y,  Path,  Soc,  1914,  N.  S.,  xiv,  202. 
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left  breast  with  from  i  to  lo  cc.  of  fresh  hashed  chicken  embryo, 
and  at  periods  varying  from  5  to  100  days  afterward  were  in- 
oculated with  intact  grafts  (0.02  gm.)  of  tumor  in  the  right  breast, 

TABLE  I. 


Experiment 

treatment  and 

Dose  ot  embryo 

No.  of  chickens. 

Tumors. 

No  tumors. 

No. 

tumor  inoculation. 

emulsion. 

days 

CC, 

I 

5 

SO 

10  controls* 

10 

0 

8  treated 

S 

3 

II 

5 

lO.O 

6  controls 

6 

0 

6  treated 

6 

0 

III 

10 

I.O 

IS  controls 

IS 

0 

17  treated 

16 

I 

IV 

12 

5.0 

II  controls 

II 

0 

10  treated 

10 

0 

V 

14 

2.0 

S  controls 

S 

0 

9  treated 

9 

0 

VI 

14 

4.0 

2  controls 

2 

0 

S  treated 

S 

0 

VII 

as 

5.0 

10  controls* 

10 

0 

II  treated 

10 

I 

VIII 

38 

2.0 

3  controls 

3 

0 

3  treated 

3 

0 

IX 

32 

SO 

S  controls 

S 

0 

3  treated** 

2 

I 

X 

40 

S.o 

II  controls 

II 

0 

7  treated** 

7 

0 

XI 

70 

S.o 

22  controls 

21 

I 

20  treated 

18 

2 

XII 

100 

S.o 

16  controls 

IS 

I 

18  treated 

18 

0 

♦  Same  controls  used  for  both  experiments. 
♦♦  More  small  tumors  than  among  controls. 

together  with  an  equal  number  of  normal  controls.  Three  weeks 
after  implantation  of  the  tumor  the  fowls  were  autopsied. 

117  treated  and  106  control  fowls  lived  long  enough  to  come  to 
autopsy.  Of  the  treated,  109  (93  per  cent)  proved  receptive  for 
the  tumor,  and  among  the  controls  104  (98  per  cent)  developed 
growths. 

The  difference  between  the  treated  fowls  and  their  controls  is 
slight  enough  to  warrant  the  statement  that  immunity  to  the  sarcoma 
in  question  can  not  be  produced  by  preliminary  injection  with  chicken 
embryo  in  the  amounts  administered.  The  number  of  tumors  in 
each  group  is  approximately  the  same,  and,  with  the  exception  of 
Experiments  IX  and  X,  the  growths  in  the  treated  fowls  were  fully 
as  large  as  those  in  the  controls. 
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• 
Although  three  treated  chickens  out  of  eight  in  Experiment  I 

did  not  develop  tumors,  a  repetition  of  the  experiment  with  double 
the  amount  of  embryo  emulsion  gave  a  clean  cut  result,  none  of  the 
treated  chickens  being  found  resistant.  These,  as  well  as  the  other 
five  instances  in  which  fowls  previously  injected  with  embryonic 
material  failed  to  develop  tumors,  are,  therefore,  referable  in  all 
probability  to  natural  resistance  rather  than  to  an  artificial  im- 
munity consequent  upon  the  preliminary  treatment,  a  view  strength- 
ened by  the  fact  that  Rous  and  Murphy^  also  have  recently  re- 
corded their  failure  to  immunize  against  this  growth  with  normal 
tissue.  The  immune  fowls  in  the  treated  series  are  partially  offset, 
moreover,  by  two  controls  in  which  the  grafts  failed  to  proliferate. 

The  absence  of  any  resistance  70  and  100  days  after  attempted 
immunization  completely  nullifies  the  suggestion  contained  in  a  pre- 
ceding paragraph,  that  a  period  much  longer  than  the  10  days 
requisite  in  mice  might  be  necessary  for  the  development  of  com- 
plete immunity  in  the  chicken. 

The  failure  to  produce  resistance  can  not  be  ascribed  to  insuffi- 
cient dosage.  A  mouse  weighing  15  grams  can  be  made  refractory 
to  transplantable  tumors  by  preliminary  injection  with  0.05  cc.  of 
normal  mouse  tissue,  an  amount  representing  about  1/300  of  its 
body  weight,  and  5  cc.  of  chicken  embryo,  when  injected  into  a 
fowl  weighing  1,500  grams,  is  roughly  equivalent  to  this  quantity. 

The  absence  of  immunity  is  not  an  unanswerable  argument 
against  the  neoplastic  nature  of  this  tumor;  for,  in  the  first  place, 
it  is  not  known  that  the  immunological  reactions  characteristic  of 
the  mouse  have  their  counterpart  in  the  chicken,  and,  secondly,  a 
timior  is  occasionally  found,  even  in  the  mouse,  against  which  no 
resistance  can  be  produced.  At  most  it  can  be  said  only  that  the 
outcome  of  these  experiments  is  a  warning  against  the  unreserved 
acceptance  of  this  growth,  at  present,  as  a  true  tumor. 

CONCLUSION. 

The  injection  of  chicken  embryo,  in  amounts  of  from  i  to  10  cc, 
confers  no  resistance  against  the  Rous  chicken  sarcoma,  when  this 
is  inoculated  from  5  to  100  days  after  the  preliminary  treatment 

^  Rous,  P.,  and  Murphy,  Jas.  B.,  Jour,  Exper,  Med.,  1914,  xx,  419. 
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CASTRATION    EXERTS   NO    INFLUENCE   UPON   THE 
GROWTH  OF  TRANSPLANTED  OR  SPONTA- 
NEOUS TUMORS  IN  MICE  AND  RATS. 

By  JOSE  S.  HILARIO,  M.D. 

iFrom  Columbia  University,  George  Crocker  Special  Research  Fund,  New  York,) 

(Received  for  publication,  May  i8,  1915.) 

Grafi  was  the  first  to  seek  some  relationship  between  the  internal  secretion 
of  the  sexual  organs  and  the  development  of  transplanted  tumors.  The  sexual 
glands  were  removed  from  58  male  and  60  female  mice,  which  were  afterwards 
inoculated  with  a  tumor  having  an  inoculation  percentage  of  from  80  to  100, 
40  male  and  31  female  unoperated  mice  serving  as  controls.  He  concluded  that 
castration  exerts  no  essential  influence  either  upon  the  percentage  of  takes  or 
upon  the  rate  of  growth.  A  few  years  later,  Almagia^  described  five  experi- 
ments, comprising  30  castrated  and  50  normal  mice  inoculated  with  a  tumor 
characterized  by  slow  growth  and  a  comparatively  low  inoculation  percentage. 
Among  the  50  normal  animals,  42  had  tumors  and  10  had  not,  while  in  the  cas- 
trated group  only  6  were  positive,  24  having  no  tumor.  It  was  observed,  fur- 
thermore, that  the  injection  of  testicular  extract  into  tumor-bearing  mice  exag- 
gerated the  development  of  their  growths,  and  that  castrates  which  had  proved 
refractory  to  inoculation  could  be  restored  to  a  condition  of  receptivity  by  the 
introduction  of  this  material.  He  concluded,  therefore,  that  the  development 
of  a  tumor  is  stimulated,  either  directly  or  indirectly,  by  the  sexual  glands,  and 
inhibited  by  their  absence. 

Rohdenburg,  Bullock,  and  Johnson,*  like  Graf,  expressed  the  opinion  that 
castration  exerts  no  effect,  or,  at  the  most,  a  very  slight  one,  upon  either  the 
inoculation  percentage  or  the  rate  of  growth. 

An  inference  exactly  contrary  to  that  of  Almagii  has  recently  been  recorded 
by  Sweet,  Corson-White,  and  Saxon,*  whose  material  consisted  of  7Z  castrated 
mice  and  14  castrated  rats,  compared  with  73  normal  mice  and  15  normal  rats. 
These  authors  used  a  tumor  with  but  moderate  powers  of  adaptation  and  pro- 
liferation, since  such  a  growth  would  be  more  sensitive  to  any  slight  degree  of 
immunity  present  than  would   one  with  a  very  high  inoculation  percentage. 

1  Graf,  R„  Centralbl  f.  Path,,  1909,  xx,  783. 

2  Almagia,  M.,  Bull,  d,  r,  Accad,  di  med,  di  Roma,  1912,  xxi,  102. 

*  Rohdenburg,  G.  L.,  Bullock,  F.  D.,  and  Johnson,  P.  J.,  Studies  in  Cancer 
and  Allied  Subjects,  New  York,  1913,  iii,  87. 

*  Sweet,  J.  E.,  Corson- White,  E.  P.,  and  Saxon,  G.  J.,  Jour,  Biol.  Chem., 
1913,  XV,  181. 
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They  asserted  that  receptivity  for  such  a  tumor  is  increased  by  castration,  and 
that  the  proliferative  power  of  the  neoplasm  is  augmented. 

Since  each  of  the  three  possibilities — (a)  that  castration  in- 
creases tumor  growth,  (&)  that  castration  retards  tumor  growth, 
(c)  that  castration  exerts  no  effect  upon  tumor  growth — ^has  been 
advocated,  it  is  necessary  that  the  experiment  be  repeated  on  a 
larger  number  of  animals  and  with  tumors  of  various  types. 

The  following  experiments,  amounting  to  nine  in  number,  in- 
clude in  the  final  reckoning  256  male  animals,  of  which  88  were 
castrated  mice,  35  were  castrated  rats,  103  were  normal  mice,  and 
30  were  normal  rats.  The  animals  in  every  experiment  except  VI 
and  IX  were  of  approximately  equal  weight  and  age,  and  all  those 
in  any  one  experiment  were  obtained  from  the  same  dealer.  Castra- 
tion was  performed  under  ether  anesthesia,  through  an  incision 
in  the  median  line  of  the  scrotum,  care  being  taken  not  to  crush 
the  glands  in  the  forceps  so  that  complete  removal  of  all  testicular 
tissue  might  be  assured.  The  wound  was  closed  by  a  continuous 
catgut  suture. 

From  ten  to  twenty-six  days  after  castration  the  animals  were 
inoculated  in  the  right  axilla,  seven  series  with  carcinoma,  and  two 
with  sarcoma.  The  castrated  animals  and  their  controls  were  inoc- 
ulated at  one  sitting  from  the  same  tumor  and  with  grafts  of  simi- 
lar size,  and  in  every  instance  the  castrates  and  their  controls  were 
kept  in  adjoining  boxes  and  on  the  same  diet.  Details  regarding 
tumor  dose,  weight  of  animals,  etc.,  are  to  be  found  under  Text- 
figs.  I  to  10,  in  which  the  tumors  are  reproduced  in  silhouette, 
their  actual  size  being  readily  calculable  from  the  10  cm.  scale  at- 
tached. The  first  charting  was  made  ten  days  after  inoculation, 
subsequent  ones  at  weekly  intervals ;  a  "j"  sign  indicates  the  death 
of  an  animal.  The  results  were  read  at  a  time  when  the  largest 
number  of  animals  could  be  included.  More  exact  information  on 
this  point  will  be  found  in  the  detailed  discussion  of  the  charts. 

Growths  of  various  kinds  were  employed  to  test  the  presence  or 
absence  of  resistance.  Thus,  among  the  mouse  carcinomata, 
Crocker  Fund  Tumors  Nos.  11,  15,  and  46  are  adenocarcinomata 
with  an  inoculation  percentage  of  from  50  to  75,  which  grow 


Digitized  by 


Google 


160  Castration  in  Mice  and  Rats. 

Slowly  and  occasionally  retrogress,  while  Tumor  i8o,  a  carcinoma 
of  the  solid  type,  grows  in  every  mouse  with  extreme  rapidity  and 
never  recedes.  The  Ehrlich  mouse  sarcoma,  with  an  inoculation 
percentage  of  from  50  to  100,  grows  quickly  and  sometimes  re- 
gresses. As  for  rat  tumors,  the  Flexner-Jobling  adenocarcinoma 
grows  with  moderate  speed  in  from  50  to  100  per  cent  of  inoculated 
rats,  receding  rather  frequently;  the  Jensen  sarcoma  grows  more 
rapidly,  gives  an  inoculation  percentage  of  from  50  to  100  and 
often  retrogresses. 

With  this  preliminary  description  of  experimental  material,  the 
text-figures  may  be  introduced. 

Experiment  I. — (Text-fig.  i.)  The  result  was  read  at  the  fourth  charting, 
in  order  to  include  Nos.  6,  24,  26,  31,  and  32,  which  died  before  the  fifth.  The 
control  group  contains  17  positives  (85  per  cent)  and  3  negatives,  the  castrates 
8  positives  (67  per  cent)  and  4  negatives.  The  rate  of  growth  is  the  same  in 
both  series.  In  the  control  group  2  tumors  (7  and  18)  receded,  and  in  the 
castrates  none. 

Experiment  II. — (Text-fig.  2.)  Here  the  computation  was  made  at  the  third 
charting  to  include  Nos.  2,  9,  13,  and  32,  No.  15  being  counted  among  the  posi- 
tives since  it  developed  a  tumor  before  the  next  charting.  Hence  there  are  15 
positives  (75  per  cent)  and  5  negatives  in  the  control,  and  13  positives  (62  per 
cent)  and  8  negatives  among  the  castrated  mice.  There  were  10  cases  of  invo- 
lution among  the  control  animals  (Nos.  3,  6,  7,  10,  11,  12,  17,  18,  19,  20)  and  2 
(Nos.  29,  36)  in  the  castrated.  Growth  was  more  vigorous  in  the  castrates,  but 
this  circumstance  cannot  be  regarded  as  significant  because  this  is  the  only 
experiment  in  which  such  a  phenomenon  was  observed,  and,  secondly,  because 
the  rate  of  growth  in  the  castrated  animals  is  characteristic  of  Tumor  46  under 
normal  conditions.  It  would,  therefore,  be  more  accurate  to  say  that  prolifera- 
tion was  diminished  in  the  control  groups,  by  some  factor  unconnected  with  the 
experiment.  The  high  mortality  suggests  an  infection,  more  severe,  perhaps,  in 
the  controls,  since  it  is  known  that  tumors  do  not  grow  so  well  in  sick  animals. 
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Text-Fig.  i.    Experiment  I. 
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Nos.  1-20,  normal  male  controls  (average 


weight  14.8  gm.).  Nos.  21-32,  castrated  Dec  12,  1914  (average  weight  154  gm.). 
An  mice  inoculated  Dec  28,  1914,  in  the  right  axilla  with  o.oi  gm.  by  the  needle 
method. 
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Text-Fig.  2.    Experiment  II.    ^ .    Nos.  1-21,  normal  male  controls  (average 

weight  17.5  gm.).  Nos.  22-43,  castrated  Dec.  i,  1914  (average  weight  17.3  gm.). 
All  mice  inoculated  Dec.  15,  1914,  in  the  right  axilla  with  o.oi  gm.  by  the  needle 
method 
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Text-Fig.  3.    Experiment  III.    ^.    Nos.  1-22,  normal  male  controls  (average 

weight  174  gm.).  Nos.  23-38,  castrated  Dec.  10, 1914  (average  weight  17.5  gm.). 
All  mice  inoculated  Dec  28,  1914  in  the  right  axilla  with  o.oi  gm.  by  the  needle 
method. 

Experiment  III. — (Text-fig.  3.)  The  calculation  in  this  case  was  made  at 
the  seventh  charting.  16  controls  (73  per  cent)  were  positive  and  6  negative, 
-while  iq  the  castrates  11  (73  per  cent)  were  positive  and  4  negative.  There 
were  3  cases  of  involution  (Nos.  9,  16,  17)  among  the  control  mice,  and  4  among 
the  castrated  (Nos.  27,  30,  32,  34).  The  rate  of  growth  was  slightly  decreased 
in  the  castrated  animals. 
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Experiment  IV.   — jr. 

Nos. 

1-20,  normal  male  controls  1 

weight  164  gm.).  Nos.  21-40,  castrated  Nov.  28, 1914  (average  weight  15.7  gm.). 
All  mice  inoculated  Dec  8,  1914,  in  the  right  axilla  with  0.01  gm.  by  the  needle 
method. 

Experiment  /F.--( Text-fig.  4.)  At  the  third  charting,  17  controls  (94  Pcr 
cent)  were  positive  and  i  was  negative.  Of  the  castrates  19  (100  per  cent)  were 
positive  and  none  were  negative.  The  rate  of  growth  was  the  same  in  both 
groups,  and  there  was  no  instance  of  regression. 
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Text-Fig.  5.    Experiment  V.  --g- .    Nos.  1-23,  normal  male  controls  (average 

weight  17.5  gm.).  Nos.  24-44,  castrated  Dec  9,  1914  (average  weight  15.5  gm.). 
All  mice  inoculated  Dec  24,  1914  in  the  right  axilla  with  o.oi  gm.  by  the  needle 
method. 

Experiment  V, — (Text-fig.  5.)  The  reading  in  this  case  was  made  at  the 
third  charting,  to  include  Nos.  2,  18,  28,  and  33.  In  the  controls  there  were  22 
positives  (96  per  cent)  and  i  negative,  and  among  the  castrates  17  positives  (81 
per  cent)  and  4  negatives.  The  growth  rate  was  similar  for  the  two  groups, 
and  no  tumors  regressed. 
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Text-Fig.  6.    Experiment  VI, 


FRC 
13S 


Nos.  i-io,  normal  male  controls  (average 


weight  85.0  gm.).  Nos.  11-21,  castrated  Dec.  14, 1914  (average  weight  51.7  gm.). 
All  rats  inoculated  Jan.  9,  191 5,  in  the  right  axilla  with  0.02  gm.  by  the  needle 
method. 

Experiment  VL — (Text-fig.  6.)  This  experiment  offers  another  example 
of  retarded  growth  in  sick  animals,  except  that,  in  contrast  to  Experiment  II, 
both  groups  are  about  equally  affected.  To  include  this  series,  it  is  necessary 
to  read  the  result  at  the  second  charting,  where  5  of  the  controls  (55  per  cent) 
were  positive  and  4  negative.  Among  the  castrates,  9  (82  per  cent)  were  posi- 
tive and  2  negative.  The  rate  of  growth  was  approximately  the  same  in  both 
groups.  Two  minute  tumors  regressed  in  the  controls  (Nos.  4,  7)  and  6  in  the 
castrates  (Nos.  15,  16,  17,  19,  20,  21). 
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Text-Fig.  7.   Experiment  VII.  — ^ .    Nos.  1-5,  normal  male  controls  (average 

freight  50.0  gm.).  Nos.  6-1 1,  castrated  Dec.  3,  1914  (average  weight  48-3  P^-)- 
A.11  rats  inoculated  Dec  14,  1914,  in  the  right  axilla  with  0.02  gm.  by  the  needle 
method 

Experiment  VII . — (Text-fig.  7.)  At  the  seventh  charting,  5  controls  (100 
per  cent)  were  positive  and  none  negative,  while  4  (67  per  cent)  of  the  castrates 
-were  positive  and  2  negative.  The  rate  of  growth  was  somewhat  diminished  in 
the  castrated  rats,  only  2  small  tumors  having  regressed  (Nos.  10  and  11). 


Digitized  by 


Google 


168 


Castration  in  Mice  and  Bats. 


CONTROL 

«    17    M    M 

%    9. 


t 
t 


CASTRATED 

«    V    M    M 
it    -      t      If 


13 
M 
If 
It 

17 
II 
» 

to 

tit 
ttt 

tat 


•  •    • 

•  \    \ 


FRC 

Text-Fig.  8.  Experiment  VIII.  — rj  •  Nos.  i-ii,  normal  male  controls  (aver- 
age weight  44.5  gm.).  Nos.  12-23,  castrated  Dec  4,  1914  (average  weight  50.0 
gm.).  All  rats  inoculated  Dec  18,  1914,  in  the  right  axilla  with  0.02  gm.  by  the 
needle  method. 

Experiment  F///.— (Text-fig.  8.)  Among  the  controls  8  (100  per  cent)  were 
positive  at  the  fourth  charting,  and  none  negative,  while  among  the  castrated 
rats  9  (100  per  cent)  were  positive  and  none  negative.  The  rate  of  growth  was 
similar  in  both  groups  and  none  of  the  tumors  regressed. 
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Text-Fig.  9.    Experiment  IX. 

TRS 

^-p- .    Nos.  1-8,  normal  male  contn 

weigrht  39.0  gm.).  Nos.  9-17,  castrated  Dec  15,  1914  (average  weight  72.7  gm.). 
All  rats  inoculated  Dec  29,  1914,  in  the  right  axilla  with  0.02  gm.  by  the  needle 
method. 

Experiment  /X.— (Text-fig.  9.)  At  the  third  charting,  6  controls  (75  per 
cent)  "were  positive  and  2  negative,  while  of  the  castrates  6  {&j  per  cent)  were 
positive  and  3  negative.  There  were  more  large  tumors  in  the  control  than  in 
the  castrated  rats.  Two  small  tumors  (Nos.  7,  8)  receded  in  the  controls  and 
3  (Nos.  13,  I5»  16)  in  the  castrates. 
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Summing  up,  it  appears  that  with  the  exception  of  Experiments 
VI  and  VII,  where  it  was  27  and  33  per  cent,  there  was  a  difference 
of  less  than  20  per  cent  between  the  castrated  animals  and  their 
controls,  a  disparity  which  does  not  exceed  the  rather  wide  margin 
which  must  be  allowed  for  experimental  error  in  the  biological  in- 
vestigation of  cancer. 

When  the  figures  are  set  in  two  parallel  columns  (Table  I)  with 
tlieir  differences  between,  it  is  seen  that  in  two  experiments  (III 
and  VIII)  the  inoculation  percentages  were  identical,  in  two  (IV 


TABLE  I. 


Experiment     Controls. 
No. 

Difference. 

Castrated. 

Experiment 
No. 

ControU. 

Difference. '  Castrated. 

I 85 

II 75 

III 1        73 

IV ^        94 

V 96 

18 

13 

0 

6 
15 

67 
62 

73 
100 

81 

VI 

VII 

VIII 

IX 

55 
100 
100 

75 

27 
33 

8 

82 

67 

100 

67 

and  VI)  this  percentage  was  larger  in  the  castrated  group,  and  that 
in  five  of  the  experiments  (I,  II,  V,  VII,  and  IX)  it  was  larger  in 
the  controls.  Although  this  might  appear  to  indicate  that  castra- 
tion decreases  the  receptivity  for  a  transplanted  tumor,  it  must  be 
recollected  that  in  two  experiments  (II  and  VI)  the  animals  were 
probably  sick,  and  that  in  one  (VII)  the  number  is  very  small,  and 
it  must  be  noted,  also,  that  it  is  in  two  of  these  three  experiments 
(VI  and  VII)  that  the  greatest  differences  between  the  control  and 
the  castrated  animals  are  found  (27  and  33T)er  cent,  respectively). 
In  the  other  six  experiments  the  difference  lies  between  o  and  18 
per  cent,  averaging  but  8  per  cent. 

When  the  single  experiments  are  gathered  into  two  groups,  one 
including  mice  and  the  other  rats,  it  is  shown  that  among  88  cas- 
trated mice  68  (77.3  per  cent)  had  tumors  and  20  (22.7  per  cent) 
had  none,  while  among  103  normal  controls  87  (84.5  per  cent) 
had  growths  and  16  (15.5  per  cent)  had  not.  Of  35  castrated 
rats  28  (80  per  cent)  developed  tumors  and  7  (20  per  cent)  proved 
refractory,  the  group  of  30  normal  controls  containing  24  (80  per 
cent)  with,  and  6  (20  per  cent)  without  tumors.     The  total  inocu- 
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lation  percentage  in  the  castrated  rats  and  their  controls  is  there- 
fore identical,  and,  in  the  case  of  the  mice,  is  nearly  so,  since  the 
7  per  cent  decrease  is  so  slight  that  it  may  be  disregarded.  Indi- 
vidual disparities  in  the  various  experiments  thus  vanish  when  all 
the  groups  are  added  together,  and  it  is  quite  possible  that  the 
slight  difference  in  favor  of  the  controls  might  similarly  disappear 
if  a  still  larger  number  of  experiments  were  available. 

Nor  is  there  any  distinct  evidence  that,  once  the  graft  has  ob- 
tained a  foothold,  the  conditions  governing  its  further  development 
are  either  more  or  less  favorable  in  the  castrated  series  than  in  the 
controls.  In  five  experiments  (I,  IV,  V,  VI,  VIII)  the  growth 
rate  is  identical  in  the  two  g^roups;  in  one  (II)  it  is  better  in  the 
castrates,  possibly  by  reason  of  a  source  of  error  already  pointed 
out;  in  three  (III,  VII,  IX)  it  is  more  rapid  in  the  controls.  In 
the  control  series  seventeen  tumors  receded  wholly  or  partially,  and 
the  same  number  in  the  castrated  animals. 

The  fact  that  the  growth  rate  of  transplanted  tumors  in  normal 
control  mice  and  rats  is  occasionally  a  little  in  excess  of  that  in 
castrates,  coupled  with  the  observation  that  the  inoculation  per- 
centage is  a  trifle  higher  in  normal  animals,  might  seem  to  indicate 
some  slight  decrease  in  receptivity  after  castration.  In  both  cases, 
however,  the  difference  is  so  small  that  it  may  justly  be  referred 
to  an  outside  factor  such  as  minor  nutritional  disturbances  or  some 
mild  and  unavoidable  infection  at  the  time  of  operation.  Cer- 
tainly if  castration  exerts  a  specific  effect  upon  tumor  growth,  its 
results  should  be  more  evident. 

Almagia  described  a  higher  degfree  of  cachexia  among  the  con- 
trols than  among  the  castrates,  a  statement  which  the  experiments 
now  under  consideration  do  not  support,  since  there  was  no  sign  of 
such  a  condition  in  either  of  the  two  groups.  This  corresponds 
with  the  experience  of  the  majority  of  observers,  that  cachexia 
does  not  appear  until  the  tumtor  has  ulcerated,  and  that  it  is  then  to 
be  attributed  to  infection. 

While  it  is  well  known  from  the  work  of  Beatson,  Abbe,  and 
others,  that  oophorectomy  in  young  women  may  check  temporarily 
the  growth  of  a  carcinoma  of  the  breast  and  even  induce  the  dis- 
appearance of  small  metastatic  nodules  in  the  skin,  yet  it  is  equally 
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Text-Fig.  io.  Experiment  X.  Mice  bearing  spontaneous  mammary  adeno- 
carcinomata,  and  castrated  at  the  periods  shown  by  the  arrows.  The  tumors 
were  charted  weekly.  The  removal  of  the  ovaries  exerted  no  influence  upon  the 
growth  of  the  neoplasms. 

Experiment  X.— (Text-fig.  lo.)  From  these  ii  mice,  old  females  with 
spontaneous  carcinoma  of  the  mamma,  the  ovaries  were  removed  at  periods 
designated  by  the  arrows,  the  tumors  being  charted  at  weekly  intervals  there- 
after. No.  I  was  castrated  in  order  to  observe  the  effect  upon  the  inguinal 
growth;  in  the  meantime,  recurrence  took  place  in  the  axilla  from  a  tumor  re- 
moved about  4  weeks  previously.  The  decrease  in  the  dimensions  of  the  growth 
in  No.  6  was  brought  about  by  a  hemorrhage.  The  other  mice  require  no  com* 
ment;  it  is  perfectly  evident  that  the  removal  of  the  ovaries  had  no  effect  on 
the  activity  of  the  tumor  in  any  of  the  cases. 
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well  known  that  none  of  these  cases  are  permanently  benefitted. 
The  period  of  influence  is  generally  not  more  than  six  months. 
That  no  effect  followed  removal  of  the  ovaries  in  this  experiment 
may  be  due  to  the  fact  that  the  animals  used  had  passed  the  age 
when  these  organs  have  any  marked  influence  upon  the  blood  sup- 
ply of  the  breast. 

CONCLUSIONS. 

Castration  neither  increases  nor  decreases  the  inoculation  per- 
centage of  transplantable  carcinomata  and  sarcomata  of  the  mouse 
and  rat,  nor  does  it  either  stimulate  or  retard  their  proliferation; 
it  exerts  not  the  slightest  effect  upon  the  growth  of  spontaneous 
carcinomata  of  the  mouse. 

The  writer  wishes  to  express  his  obligation  to  Professor  Francis 
C.  Wood,  Director  of  the  George  Crocker  Special  Research  Fund, 
for  the  privilege  of  working  in  the  laboratory  of  the  Fund,  and  to 
Drs.  William  H.  Woglom  and  Frederick  Prime,  Jr.,  for  many  help- 
ful suggestions  during  the  prosecution  of  these  experiments. 
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INFLAMMATORY   REACTIONS    IN    RABBITS  WITH  A 
SEVERE  LEUC0PENIA.1 

By  W.  E.  camp,  M.A.,  and  E.  A.  BAUMGARTNER,  Ph.D. 

(From  the  Department  of  Pathology  of  the  University  of  Minnesota, 

Minneapolis.) 

Plates  23  and  24. 

(Received  for  publication,  April  19,  1915.) 

The  object  of  this  investigation  is  to  study  the  local  reaction  to 
injury  in  animals  in  which  a  severe  leucopenia  has  been  produced 
experimentally.  Inasmuch  as  the  leucocytes  are  believed  to  play  a 
very  important  part  in  the  inflammatory  process,  it  occurred  to  us 
that  it  would  be  of  interest  to  study  the  inflammatory  reaction  under 
conditions  in  which  the  leucocytes  could  take  part  only  to  a  very 
limited  extent.  The  leucopenia  was  produced  by  subcutaneous  in- 
jections of  benzol  after  the  method  employed  by  Selling. 

Benzol  was  first  used  experimentally  as  a  leucotoxin  by  Selling.^  It  was 
mixed  with  an  equal  volume  of  olive  oil,  and  given  daily,  by  subcutaneous  injec- 
tion, in  doses  of  2  cc.  of  the  mixture  per  kilo  of  body  weight  of  the  animal  In 
every  case  there  was  a  marked  decrease  of  leucocytes.  After  eight  or  ten  daily 
injections  the  leucocyte  count  was  usually  between  500  and  1,000  per  cmm.  In 
one  case  the  count  was  only  200.  The  decrease  of  the  polymorphonuclear  leuco- 
cytes was  somewhat  greater  than  that  of  the  lymphocytes.  When  the  leucocjrtc 
count  was  very  low  there  was  always  a  pronounced  relative  Ijrmphocytosis. 

Selling  found  almost  complete  aplasia  of  the  bone  marrow  in  cases  in  whidi 
the  leucocytes  were  greatly  reduced.  There  was  considerable  destruction  of 
the  lymphoid  tissue  of  the  lymph  nodes,  but  the  injury  of  these  organs  was  not 
nearly  so  severe  as  that  of  the  bone  marrow.  He  did  not  find  an  increase  of 
leucocytes  in  the  capillaries  of  the  viscera.  Benzol  undoubtedly  destroys  the 
leucocyte-forming  tissue.  Selling  believes  that  it  also  kills  the  leucocjrtes  in  the 
circulating  blood,  since  their  decrease  is  too  rapid  to  be  accounted  for  by  nat- 
ural death. 

1  This  study  was  undertaken  at  the  suggestion  of  Dr.  E.  T.  Bell,  under  whose 
supervision  the  work  was  conducted.  We  wish  to  thank  Dr.  Bell  for  his  val- 
uable aid  and  criticisms. 

2  Selling,  L.,  Benzol  als  Leukotoxin,  Beitr.  z.  path.  Anat  u.  z.  allg.  Path., 
191 1,  li,  576. 
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Pappenhcim*  also  studied  the  effects  of  the  administration  of  benzol  to  rab- 
bits. There  was  wide-spread  necrosis  in  the  liver  and  severe  parench3rmal  injury 
of  the  kidney  in  his  experiments.  The  leucocytes  disappeared  almost  com- 
pletely from  the  peripheral  blood,  but  in  some  of  the  cases  they  were  still  very 
numerous  in  the  widened  capillaries  of  the  liver,  lung,  spleen,  and  kidney.  Pap- 
penheim  believes  that  the  actual  decrease  of  leucocytes  is  therefore  not  so 
great  as  one  would  think  from  an  examination  of  the  peripheral  blood. 

Pappenheim  and  Plesch*  produced  leucocyte-free  rabbits  by  a  single  intrave- 
nous injection  of  thorium  X.  The  animals  lived  3  or  4  days  after  the  injection. 
At  the  end  of  48  hours  they  were  usually  leucocyte- free.  The  bone  marrow 
showed  only  a  very  few  leucocytes.  These  were  pseudo-eosinophils  and  were 
scattered  among  the  red  blood  cells  in  between  the  fat  cells.  The  spleen  and 
lymph  nodes  showed  atrophy  of  the  follicles,  and  increase  of  the  connective 
tissue  cells.  The  liver  showed  congestion  of  the  sinusoids  around  the  central 
veins,  and  necrosis  of  the  parenchymal  cells  in  these  areas.  Small  areas  of 
hemorrhage  were  found  scattered  throughout  the  spleen  and  liver. 

In  leucocjrte-free  animals,  vitally  stained  with  lithium  carmine,  Pappenheim 
and  Fukushi*  produced  a  lymphoid  cell  exudate  by  injection  of  tuberculin  into 
the  peritoneal  cavity.  The  exudate  cells  were  of  the  large  and  small  lymphoid 
type  and  contained  carmine  granules.  The  authors  concluded  that  these  cells 
were  of  connective  tissue  origin. 

Lippmann  and  Plesch<^  injected  cultures  of  the  bacillus  of  swine  erysipelas 
into  the  pleural  and  peritoneal  cavities  of  animals  made  leucocyte-free  by  admin- 
istration of  thorium  X.  In  the  pleural  cavity  they  obtained  only  a  mononuclear 
exudate,  and  hold,  from  the  morphology  of  the  cells,  that  they  are  derivatives 
of  the  endothelium  of  the  pleura.  In  the  peritoneal  cavity  they  obtained  not 
only  the  mononuclear  cells  such  as  were  found  in  the  pleural  cavity,  but  also 
some  polynuclear  cells.  Lippmann  and  Plesch  also  found  that  aleurona't-bouillon 
suspension  when  injected  into  the  muscles  of  an  animal  made  leucocyte-free  by 
thorium  X,  produced  no  cellular  exudate.  In  the  normal  animals  this  irritant 
gave  a  pure  polymorphonuclear  exudate. 

Rosenow^  produced  leucocyte-free  dogs  that  lived  from  20  to  48  hours,  by 

*  Pappenheim,  A.,  Zur  Benzolbehandlung  der  Leukamie  und  sonstiger  Blut- 
krankheiten,  Wien.  klin,  Wchnschr.,  1913,  xxvi,  48;  Experimentelle  Beitrage  zur 
ncueren  Leukamietherapie,  Ztschr.  /.  exper.  Path.  u.  Therap,,  1914,  xv,  39. 

*  Pappenheim,  A.,  and  Plesch,  J.,  Experimentelle  und  histologische  Unter- 
suchungen  zur  Erforschung  der  Wirkung  des  Thorium  X  auf  den  thierischen 
Organismus.  Ztschr.  /.  exper.  Path.  u.  Therap.,  1912-13,  xii,  95. 

"Pappenheim,  A.,  and  Fukushi,  M.,  Neue  Exsudatstudien  und  weitere  Aus- 
fiihrungen  iiber  die  Natur  der  lymphoiden  peritonealen  Entzundungszellen,  Folia 
Haematol,  1913-14,  xviir257;  abstracted  in  Centralbl.  f.  allg.  Path.  u.  path.  Anat., 
1914,  XXV,  498. 

•Lippmann  and  Plesch,  J.,  Studien  am  aleukoz)rtaren  Tier:  ueber  die  Genese 
der  "L3rmphoz3rten"  in  den  Exsudaten  seroser  Hohlen,  Deutsch.  med.  Wchnschr., 
I9i3t  xxxix,  1395. 

^  Rosenow,  G.,  Studien  iiber  Entziindung  beim  leukocytenf reien  Tier,  Ztschr. 
f.  d.  ges.  exper.  Med.,  1914,  iii,  42 ;  abstracted  in  Centralbl.  f.  allg.  Path.  u.  path. 
Anat.,  1914,  XXV,  499. 


Digitized  by 


Google 


176  Inflammatory  Reactions  in  Rabbits. 

means  of  a  single  intravenous  injection  of  i.o  to  2.0  mg.  of  radium  bromide.  A 
copper  wire  was  passed  through  the  anterior  chamber  of  the  eye.  The  exudate 
consisted  usually  of  fibrin  masses,  red  blood  cells,  and  iris  stroma  cells.  In  one 
case  he  obtained  in  the  exudate  large  mononuclear  cells  which  he  believes  are 
desquamated  degenerating  endothelial  cells  or  cells  of  the  iris  stroma.  Intra- 
corneal  injection  of  staphylococci  produced  an  exudate  of  small  l3rmphoid-like 
cells.  Transition  forms  from  endothelium  to  leucocytes  were  not  observed. 
The  author  believes  that  these  experiments  tend  to  support  the  conception  that 
the  exudate  cells  in  the  first  stages  of  an  acute  inflammation  are  extravasated 
leucocytes. 

Winternitz  and  Hirschfelder^  produced  pnetunonia  in  rabbits  in  which  the 
leucocyte  count  had  been  greatly  reduced  by  injections  of  benzol.  The  pneu- 
monia was  produced  by  intratracheal  inoculation  with  4  or  5  cc.  of  a  culture  of 
virulent  pneumococci.  The  leucocyte  count  at  the  time  of  the  inoculation  with 
pneumococci  varied  from  280  to  880  in  six  of  the  animals.  The  resistance  of 
the  leucopenic  animals  to  the  infection  was  markedly  reduced.  The  average 
life  of  the  control  animals  after  the  inoculation  was  61  hours ;  while  the  average 
life  of  the  leucopenic  animals  was  20  hours.  The  gross  appearances  of  the 
pneumonic  lungs  in  the  leucopenic  animals  were  the  same  as  in  the  controls. 
**  In  the  most  highly  aplastic  animals.  ...  the  pneumonic  exudate  .  .  .  contained 
the  usual  number  of  red  blood  cells  and  the  usual  quantities  of  fibrin,  but  only 
occasionally  polymorphonuclear  leucocytes  or  undifferentiated  mononuclear 
cells."» 

Materials  and  Methods. — In  our  experiments  adult  rabbits  were 
injected  subcutaneously  with  a  mixture  composed  of  equal  parts  of 
benzol  and  olive  oil.  The  injections  were  given  daily,  or  sometimes 
twice  a  day,  where  it  seemed  necessary  in  order  to  keep  the  leuco- 
cyte coimt  low.  Usually  2  cc.  of  the  mixture  (i  cc.  of  pure  benzol) 
per  kilo  of  body  weight  were  given  daily  until  the  leucocyte  count 
fell  below  i;,ooo;  then  smaller  doses  were  administered.  When 
doses  smaller  than  2  cc.  of  the  mixture  were  given  at  the  beginning 
of  the  experiment,  the  animals  showed  a  marked  loss  of  weight  with- 
out pronounced  leucopenia.  With  larger  doses  the  loss  in  weight 
was  not  so  marked,  and  the  leucocyte  decrease  was  more  regular  and 
rapid.  The  best  results  in  our  experiments  were  obtained  by  giving 
two  or  three  initial  doses  of  about  2  cc.  of  the  mixture  per  kilo  and 
increasing  this  0.5  to  i  cc.  in  the  succeeding  doses  until  the  count  was 

8  Winternitz,  M,  C,  and  Hirschf elder,  A.  D.,  Studies  upon  Experimental 
Pneumonia  in  Rabbits.  Parts  I  to  III,  Jour.  Exper.  Med.,  1913,  xvii,  657. 
Hirschfelder  and  Winternitz,  Studies  upon  Experimental  Pneumonia  in  Rabbits. 
IV.  Is  There  a  Parallelism  between  the  Trypanocidal  and  Pneumococdcidal 
Action  of  Drugs,  ibid.,  p.  666. 

»  Winternitz  and  Hirschfelder,  loc.  cit,  p.  661. 
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below  i,ooo.  Then  small  doses  were  given  to  keep  the  count  low 
without  causing  death. 

The  following  methods  were  used  to  produce  inflammation,  more 
than  one  method  being  often  employed  in  the  same  animal:  (i) 
Croton  oil  was  rubbed  into  a  deep  scratch  on  the  inner  surface  of  the 
ear.  (2)  Intramuscular  injections  of  an  aqueous  suspension  of 
carmine  were  given  in  the  lumbar  region.  (3)  Half  of  the  ear  was 
immersed  in  water  at  about  55°  C.  for  three  minutes.  In  all  cases 
controls  were  made  on  normal  rabbits. 

Both  the  microscopic  and  gross  changes  were  observed.  The  tis- 
sues were  fixed  in  Zenker  and  alcohol- formalin,  and  sectioned  in 
paraffin. 

EXPERIMENTAL. 

The  decrease  of  the  leucocyte  count  in  our  experiments,  as  shown 
by  Text-figs,  i  to  11,  corresponds  to  that  obtained  by  Selling.  The 
initial  rise  in  the  number  of  leucocytes  per  cmm.,  as  recorded  in  one- 
third  of  his  cases,  does  not  occur  in  any  of  our  experiments.  Sec- 
ondary rises  in  the  coimt  usually  occurred  when  a  dose  was  omitted. 
As  shown  by  the  curves,  the  leucocyte  count  dropped  rapidly  to 
i,cxx>,  or  even  to  500  per  cmm.,  and  remained  at  about  this  level 
except  in  a  few  cases  where  the  daily  dose  was  omitted. 

Experiment  i. — Rabbit  A  (Text-fig.  i).  In  this,  as  in  all  the  text-figures, 
the  leucocyte  coimt  is  shown  by  a  curve.  The  dosage  of  the  benzol-olive  oil 
mixture  is  shown  in  the  figures.  The  injections  were  usually  made  immediately 
after  the  leucocytes  were  counted.  Reference  to  the  curve  will  also  show  the 
time  of  application  of  the  irritant.  Croton  oil  was  applied  to  the  left  ear,  Apr. 
4,  2  p.  m.  Death  82  hours  later.  No  gross  changes  were  noted  until  Apr.  6, 
2  p.  m.,  when  the  ear  became  slightly  red  and  remained  so  until  death.  On 
microscopic  examination  the  surface  epithelium  is  seen  to  be  necrotic  in  places. 
Bacteria  have  invaded  the  tissues  in  some  places  where  the  surface  epithelium 
is  absent    No  leucocsrtes  are  present    There  is  no  edema. 

Croton  oil  was  applied  to  the  right  ear,  Apr.  6,  2  p.  m.  Duration  35  hours. 
No  gross  changes  developed.  On  microscopic  examination  free  bacteria  are 
seen  deep  in  the  tissues  where  the  epithelium  was  scratched  away.  There  is 
some  edema  of  the  connective  tissue.    No  leucocytes  are  present 

Carmine  was  injected  into  the  left  lumbar  muscles,  Apr.  5,  2  p.  m.  Death  59 
hours  later.  There  is  no  phagocytosis  of  the  carmine  granules.  No  leucocytes 
are  present    There  is  no  reaction  on  the  part  of  the  connective  tissue  cells. 

Carmine  was  injected  into  the  right  lumbar  muscles,  Apr.  6,  2  p.  m.  Death 
35  hours  later.  In  some  of  the  sections  a  few  polymorphonuclear  leucocytes  are 
found  in  contact  with  one  small  area  of  carmine.  Two  or  three  of  the  cells  con- 
tain carmine  granules. 


Digitized  by 


Google 


178 


Inflammatory  Reactions  in  Babbits. 


1170    tl05    1041   I07S    990 
J         ^  0      1.5         0 

4         6  6         f         i 


Wci9ht  t4Z0^  _  _  _  _ 

Do5oge  3e»(.      3  3  3  a 

Dote  ^'^O     31  4-1  Z  3 

15000 


f4000 
/3000 
IZOOO 
ItOOO 
lOOOO 

^    9000 

O 

O    3000 

o    7000 

•J    6000 

5000 

4000 

3000 

ZOOO 

fOOO 


Text-Fig.  i.  Experiment  i,  Rabbit  A.  At  the  point  marked  A,  croton  oil 
was  applied  to  the  left  ear.  At  B,  carmine  was  injected  into  the  left  lumbar 
muscles.  At  A',  croton  oil  was  applied  to  the  right  ear.  At  B',  carmine  was 
injected  into  the  right  lumbar  muscles. 

The  solid  line  represents  the  time  the  animal  was  known  to  be  living.  The 
broken  line  represents  the  estimated  life  after  the  last  observation. 
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Experiment  ^.—Rabbit  B  (Text-fig.  2).  Apr.  6,  2  p.  m.,  croton  oil  was 
applied  to  the  left  ear.  Death  69  hours  later.  It  is  to  be  noted  that  the  count 
was  3,800  at  the  end  of  the  experiment  On  microscopic  examination  the  sur- 
face epithelium  is  absent  over  a  small  area.  There  is  extreme  congestion  and 
rather  marked  edema.  A  few  lymphocytes  and  large  numbers  of  free  bacteria 
are  distributed  through  the  edematous  tissues. 
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Text-Fig.  2.  Experiment  2,  Rabbit  B.  At  A,  croton  oil  was  applied  to  the 
left  ear.  At  B,  carmine  was  injected  into  the  left  lumbar  muscles.  At  A', 
croton  oil  was  applied  to  the  right  ear.  At  B',  carmine  was  injected  into  the 
right  lumbar  muscles.  Note  the  abrupt  rise  after  omission  of  a  single  dose  of 
the  benzol. 

Croton  oil  was  applied  to  the  right  ear  on  Apr.  7,  2  p.  m.  Death  45  hours 
later.    No  gn'oss  changes  appeared.    Microscopic  examination  was  not  made. 

Carmine  was  injected  into  the  left  lumbar  muscles,  Apr.  6,  2  p.  m.  Death 
69  hours  later.  At  the  site  of  the  injection  is  a  mass  of  necrotic  muscle  fibers 
surrounded  by  a  zone  of  polymorphonuclear  leucocytes.  There  are  large  num- 
bers of  free  bacteria  among  the  necrotic  muscle  fibers. 

Carmine  was  injected  into  the  right  lumbar  muscles,  Apr.  7,  2  p.  m.  Death 
45  hours  later.  There  are  a  few  leucocytes,  mostly  pol3rmorphonuclear,  on  the 
edges  of  the  carmine  mass.    Some  of  these  contain  carmine  granules. 
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Experiment  3, — Rabbit  C  (Text-fig.  3).  Croton  oil  was  applied  to  the  left 
ear,  Apr.  6,  2  p.  m.  Death  59  hours  later.  The  ear  became  red  about  48  hours 
later  and  remained  so  until  death.  It  was  not  swollen.  Microscopically  a  mass 
of  bacteria  is  seen  in  the  torn  epithelium  where  the  croton  oil  was  applied.    The 
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Text-Fig.  3.  Experiment  3,  Rabbit  C  At  A,  croton  oil  was  applied  to  the 
left  ear.  At  B,  carmine  was  injected  into  the  left  lumbar  muscles.  At  A', 
croton  oil  was  applied  to  the  right  ear.  At  B',  carmine  was  injected  into  the 
right  lumbar  muscles. 

blood  vessels  are  moderately  congested.  There  is  no  edema.  No  leucocytes 
are  present  in  the  tissues. 

Croton  oil  was  applied  to  the  right  ear,  Apr.  7,  2  p.  m.  Death  35  hours  later. 
No  gross  changes  developed.  Microscopically  there  is  some  necrosis  of  the 
epithelitun.    No  leucocytes  are  present    There  is  no  edema. 

Carmine  injection  in  left  lumbar  muscle,  Apr.  6,  2  p.  m.  Death  59  hours 
later.  No  leucocytes  are  present  There  is  no  connective  tissue  reaction 
(Fig.  6). 

Carmine  injection  in  right  lumbar  muscle,  Apr.  7,  2  p.  m.  Death  35  hours 
later.    No  leucocytes  present    No  connective  tissue  reaction. 
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Experiment  4. — Rabbit  D  (Text-fig.  4).  Croton  oil  was  applied  to  the  inner 
surface  of  the  left  ear,  May  30,  2  p.  m. ;  24  hours  later  the  area  was  only  slightly 
reddened,  in  which  condition  it  was  found  at  autopsy.  There  was  a  slight 
swelling  of  the  ear,  and  considerable  necrosis  where  the  croton  oil  was  applied. 
Death  occurred  the  second  night    Estimated  time  of  action  of  croton  oil  36 
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Text-Fig.  4.  Experiment  4,  Rabbit  D.  At  A,  croton  oil  was  applied  to  the 
left  ear. 

hours.  Microscopically  there  is  complete  loss  of  surface  epithelium  over  large 
areas  on  the  inner  surface  of  the  ear.  Some  of  the  subepithelial  connective 
tissue  is  necrotic  There  is  moderate  edema.  Numerous  large  clumps  of  bac- 
teria are  seen  in  the  connective  tissue.    There  are  no  leucocytes  present 

Experiment  5. — Rabbit  E  (Text-fig.  5).  Croton  oil  was  applied  to  the  left 
ear,  June  i,  i  p.  m. ;  24  hours  later  the  ear  was  only  slightly  congested,  but  mark- 
edly thickened.  It  remained  in  this  condition  until  death,  which  occurred  45 
hours  after  application  of  the  irritant    Microscopic  examination  shows  exten- 
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sive  necrosis  of  the  epithelium  at  the  line  of  application  of  the  croton  oiL 
Where  the  epithelium  is  absent  masses  of  bacteria  are  distributed  through  the 
adjacent  connective  tissue.  There  is  a  very  marked  edema,  especially  of  the 
tissue  external  to  the  cartilage.    No  leucocytes  are  present  (Figs.  2  and  3). 
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Text-Fig.  5.  Experiment  5,  Rabbit  E.  At  A,  croton  oil  was  applied  to  the 
left  ear. 

Experiment  6. — Rabbit  F  (Text-fig.  6).  On  Apr.  21,  2  p.  m.,  the  right  ear 
was  immersed  in  water  at  55**  C.  for  2.5  minutes.  The  ear  immediately  became 
congested  and  slightly  thickened;  24  hours  later  it  was  very  much  thickened. 
Two  or  three  large  blebs  were  present  Death  occurred  about  35  hours  after 
application  of  the  heat.  Microscopically  edema  is  very  marked.  Some  masses 
of  fibrin  are  seen.  No  leucocytes  are  present  In  a  few  places  there  is  a  little 
necrosis  of  the  surface  epithelium  (Fig.  4). 

On  Apr.  22,  2  p.  m.,  the  left  ear  was  immersed  in  water  at  55®  C  for  3  min- 
utes. Only  a  slight  reddening  resulted.  At  5.30  p.  m.  it  was  immersed  in  water 
at  54°  C.  for  3  minutes.  The  ear  became  slightly  reddened  immediately.  The 
rabbit  lived  about  11  hours  after  the  first  application  of  heat.  At  autopsy  the 
ear  was  found  very  much  thickened  and  showed  blebs  similar  to  those  on  the 
right  Microscopically  there  is  a  very  marked  edema.  No  leucocytes  are  pres- 
ent   There  is  considerable  necrosis  of  the  surface  epithelium. 
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Carmine  injection  in  right  lumbar  muscles,  Apr.  21.  Death  about  35  hours 
later.  Microscopic  examination  shows  enormous  numbers  of  bacteria  distributed 
through  the  carmine  masses  and  through  the  surrounding  muscle  tissue.  No 
leucocytes  are  present  There  is  no  reaction  on  the  part  of  the  connective  tissue 
cells  (Fig.  7). 

Carmine  injection  in  left  lumbar  region.    Death  about  11  hours  later.    On 
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Text-Fig.  7.  Experiment  7,  Rabbit  G.  At  C,  left  ear  in  water  at  50**  C.  for 
3  minutes.    At  B',  carmine  was  injected  into  the  right  lumbar  muscles. 

microscopic  examination  a  few  bacteria  are  seen  around  the  carmine  mass.  No 
leucocytes  are  present 

Experiment  /.—Rabbit  G  (Text-fig.  7).  On  Apr.  19,  10.40  a.  m.,  the  left  ear 
was  immersed  in  water  at  50**  C.  for  3  minutes.  10  minutes  afterwards  no 
gross  changes  were  to  be  seen.  It  was  then  immersed  in  water  at  55®  C  for 
I  minute.  After  10  minutes  the  ear  became  reddish,  thick,  and  heavy.  30  hours 
later  there  was  marked  swelling  and  congestion.  On  microsciopic  examination 
there  is  marked  necrosis  of  the  surface  epithelium.  Edema  is  pronoimced.  No 
leucocytes  are  present    The  blood  vessels  are  congested. 

Carmine  injection  in  right  lumbar  muscles,  Apr.  19,  10.40  a.  m.    Died  31 
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hours  later.  On  microscopic  examination  large  numbers  of  bacteria  are  seen 
around  the  carmine  mass.  No  leucocytes  are  present.  There  is  no  reaction  on 
the  part  of  the  connective  tissue.  There  is  considerable  necrosis  of  the  muscle 
fibers. 
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Text-Fig.  a    Experiment  8,  Rabbit  H.    At  C,  left  ear  in  water  at  55**  C  for 
3  minutes. 
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Experiment  8, — Rabbit  H  (Text-fig.  8).  Apr.  27,  the  left  ear  was  immersed 
in  water  at  55**  C.  for  3  minutes.  Immediately  afterwards  the  ear  became  greatly 
congested  and  swollen,  in  which  condition  it  remained  until  death  26  hours  later. 
On  microscopic  examination  there  is  congestion  of  the  blood  vessels  and  marked 
edema.  In  a  few  places  the  surface  epithelium  is  partly  necrotic.  No  leucoc3rtes 
are  present. 

Experiment  p.— Rabbit  I  (Text-fig.  9).  May  3,  at  12.45  P-  «»•»  the  left  ear 
was  immersed  in  water  at  55^  C.  for  3  minutes.    20  minutes  later  the  ear  was 
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Text-Fig.  9.  Experiment  9,  Rabbit  I.  At  C,  left  ear  in  water  at  55®  C.  for 
3  minutes.  At  B',  carmine  was  injected  into  the  right  lumbar  muscles.  At  B, 
carmine  was  injected  into  the  left  lumbar  muscles. 

somewhat  thicker,  but  was  not  hot  or  reddened.  The  following  day  some  con- 
gestion and  thickening  were  noticed.  Death  44  hours  after  the  application  of 
heat.  On  microscopic  examination  a  few  areas  of  partly  necrotic  surface  epi- 
thelium are  seen.  Moderate  edema  is  also  present  A  few  mononuclear  leuco- 
cytes are  found  in  the  connective  tissue. 

Carmine  injection  in  right  lumbar  muscles,  44  hours  before  death.  On  micro- 
scopic examination  an  occasional  polymorphonuclear  leucocyte  is  seen  (5  or  6 
to  a  section).  There  is  no  definite  evidence  of  phagocytosis.  Large  numbers 
of  bacteria  are  present    There  is  no  connective  tissue  reaction. 

Carmine  injection  in  left  lumbar  muscles,  20  hours  before  death.  Micro- 
scopic examination  shows  about  the  same  as  the  preceding,  except  that  there 
are  only  a  few  bacteria  present 

Experiment  jo.— Rabbit  J  (Text-fig.  10),  May  7,  11.40  a.  m.,  the  left  ear 
was  immersed  in  water  at  55**  C.  for  3  minutes ;  24  hours  later  the  ear  was  thick, 
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but  not  warm  or  reddened.  Death  46  hours  after  application  of  heat  Micro- 
scopic examination  shows  some  necrosis  of  the  surface  epithelium.  No  leuco- 
C3rtcs  are  present    There  is  moderate  edema. 

Carmine  injection  in  right  lumbar  muscles,  46  hours  before  death.    Micro- 

Wefqht  rroo^   —     1720  lyss  r69o    le^s  leds    f6Z5  isas    iaw   1^80 

Dosage       Scj^.      5  555  7573  ft 

Date  4-29      00       5-1         2  3-^5  67  «9 

13000 


f2000 


If  000 


toooo 


9000 


£  SOOO 

Q 

I  7000 

o  6000 


% 

\ 

^ 

\ 

\ 

\ 

\ 

V 

»— 

"^ 

V 

^A 

v'f 

slL 

— w 

/^ 

5000 


4000 


3000 


ZOOO 


1000 


Text-Fig.  10.    Experiment  10,  Rabbit  J.    At  C,  left  ear  in  water  at  55*  C. 
for  3  minutes.    At  B',  carmine  was  injected  into  the  right  lumbar  muscles. 

scopic  examination  shows  a  considerable  number  of  polymorphonuclear  leuco- 
cytes in  relation  to  the  carmine  masses  in  a  few  places ;  but  only  rarely  does  a 
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leucocyte  contain  carmine  granules.  A  large  number  of  bacteria  are  distributed 
through  the  muscle.  There  is  rather  extensive  necrosis  of  muscle  around  the 
carmine.    The  connective  tissues  show  no  reaction. 
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Text-Fig.  ii.    Experiment  11,  Rabbit  K,    Abscess  rabbit;  died  with  600  leu- 
cocytes per  cmm. 

Experiment  11. — Rabbit  K  (Text-fig.  11).    This  rabbit  had  a  large  abscess  in 
the  neck  about  4  cm.  in  diameter.    Benzol  was  given  to  see  whether  it  would 
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destroy  leucoc3rtes  in  an  abscess  as  well  as  those  in  the  bone  marrow  and  circu- 
lating blood.  The  animal  died  when  the  leucocyte  count  was  600.  The  abscess 
did  not  vary  in  size  during  the  experiment  Microscopically  the  abscess  shows 
a  thick  connective  tissue  wall,  inside  of  which  it  is  composed  of  polymorpho- 
nuclear leucocytes.  The  outer  layers  at  least  show  no  marked  retrogressive 
changes.  There  were  also  small  abscesses  in  the  liver  composed  of  polsonor- 
phonuclear  leucocsrtes.  Benzol  does  not,  therefore,  destroy  leucocytes  in  an 
abscess. 

In  several  of  our  experiments  the  bone  marrow  was  examined  microscopically. 
We  found  a  complete,  or  almost  complete,  disappearance  of  leucocytes,  as  de- 
scribed by  Selling. 

The  liver  was  examined  microscopically  in  a  few  of  the  rabbits.  Small  focal 
necroses  were  found.  Some  of  the  liver  cells  contained  fat  droplets.  Only  an 
occasional  leucocyte  was  to  be  found  in  the  capillaries.  We  never  found  accu- 
mulations of  leucocytes  as  described  by  Pappenheim.  The  leucocytes  were  no 
more  numerous  than  the  count  of  the  peripheral  blood  would  lead  us  to  expect. 

DISCUSSION. 

Croton  Oil. — ^When  croton  oil  is  rubbed  into  a  needle  scratch  on 
the  ear  of  a  normal  rabbit,  striking  gross  changes  are  always  visible 
before  the  end  of  the  first  twenty- four  hours.  These  are  usually 
most  pronounced  at  the  end  of  forty-eight  hours.  The  ear  becomes 
hot,  reddened,  and  swollen.  Microscopically  the  ear  shows  con- 
siderable edema  and  the  connective  tissues  are  densely  infiltrated 
with  polymorphonuclear  leucocytes  (Fig.  i). 

In  some  of  the  rabbits  with  severe  leucopenia  no  gross  changes 
appeared  in  the  ear  after  the  application  of  croton  oil,  although  the 
animals  lived  one  to  three  days.  In  one  instance  slight  congestion 
and  swelHng  were  present  at  the  end  of  twenty-four  hours.  In 
another  there  was  very  marked  congestion  and  swelling  at  the  end 
of  twenty-four  hours.  On  microscopic  examination,  no  leucocytes 
were  present  in  any  of  the  five  experiments,  except  Experiment  2, 
which  showed  a  few  lymphocytes.  In  this  animal,  however,  the 
leucocyte  count  rose  to  3,800  on  the  last  day.  Edema  was  very 
pronounced  in  one  experiment  (Fig.  4).  In  every  case  masses  of 
bacteria  were  found  invading  the  tissues  where  the  epithelium  had 
been  torn  off  by  the  needle.  In  many  instances  they  were  widely 
scattered  through  the  connective  tissue.  The  bacteria  were  evi- 
dently growing  rapidly  anil  meeting  little  or  no  resistance  from  the 
tissues.     A  comparison  of  Figs,  i  and  2  will  show  that  the  ab- 
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sence  of  leucocytes  is  the  most  essential  histological  difference  be- 
tween the  inflammatory  reaction  of  a  normal  rabbit  and  one  with 
severe  leucopenia.  Evidently  congestion  of  blood  vessels  and 
edema  may  occur  in  the  absence  of  leucocytes,  but  in  many  cases 
there  is  no  reaction  whatever  in  the  leucopenic  animal.  There  are 
apparently  no  protective  bodies  to  prevent  the  entrance  and  growth 
of  bacteria  in  the  leucopenic  rabbit. 

Application  of  Heat. — ^When  the  ear  of  a  normal  rabbit  is  in- 
jured by  an  exposure  in  water  at  55*^  C,  for  three  minutes,  it  rapidly 
becomes  congested,  and  greatly  swollen.  Microscopically  one  sees 
marked  edema  and  congestion.  The  surface  epithelium  is  necrotic 
in  many  places.  A  considerable  number  of  leucocytes  are  present 
near  the  surface  epithelium,  but  they  are  much  less  numerous  than 
in  croton  oil  ears. 

In  the  leucopenic  rabbit  the  application  of  heat  usually  causes 
immediate  congestion  and  swelling  which  may  become  very  marked 
before  the  end  of  the  first  twenty-four  hours.  Sometimes,  how- 
ever, the  gross  reaction  is  slow  to  appear  and  very  slight.  Micro- 
scopically no  leucocytes  were  present  in  any  case,  except  Experiment 
9  which  showed  only  a  few  mononuclear  forms.  Edema  is  usually 
very  pronounced,  and  there  is  often  necrosis  of  the  surface  epi- 
thelium (Fig.  4).  In  the  leucopenic  rabbit  the  reaction  to  heat 
differs  from  the  reaction  in  the  normal  animal  only  in  the  absence 
of  leucocytes. 

Carmine. — When  an  aqueous  suspension  of  carmine  is  injected 
into  the  lumbar  muscles  of  a  normal  rabbit  the  carmine  mass  soon 
becomes  surrounded  by  leucocytes  which  are  chiefly  of  the  poly- 
morphonuclear type  (Fig.  5).  The  leucocytes  ingest  the  carmine 
granules,  and  before  the  end  of  the  second  day  a  proliferation  of  the 
adjacent  connective  tissue  begins  ( Fig.  8) .  In  the  leucopenic  animals 
no  leucocytes  were  found  around  the  carmine  masses  except  in  Ex- 
periments 2  and  10.  In  Experiment  2  there  was  a  terminal  rise  of 
the  leucocyte  count  to  3,800,  which  evidently  accounts  for  the  leu- 
cocytic  exudate.  In  Experiment  10  there  was  a  terminal  rise  of 
leucocyte  count  to  1,000.  This  was  the  only  instance,  however, 
in  which  a  leucocytic  exudate  appeared  when  the  count  was  as  low 
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as  i,ooo.  There  was  no  connective  tissue  proliferation  around  the 
carmine  mass  in  any  case  (Figs.  6  and  7). 

Reaction  to  Bacteria. — Since  the  carmine  suspension  injected 
into  the  muscles  was  not  sterilized,  some  bacteria  were  evidently 
introduced  along  with  the  carmine.  Microscopic  sections  in  nearly 
every  case  showed  masses  of  bacteria  through  the  carmine  and  the 
surrounding  tissues.  The  large  numbers  of  bacteria  present,  and 
their  wide  distribution  through  the  tissues  show  clearly  that  there 
is  little  or  no  resistance  to  their  growth.  Normal  animals  injected 
in  the  same  way  never  showed  any  bacteria  around  the  carmine. 

The  croton  oil  ears  of  the  leucopenic  rabbits  showed  the  same 
profuse  bacterial  growth  through  the  connective  tissues  as  was 
seen  in  the  carmine  experiments.  The  distribution  of  the  bacteria 
in  these  cases  indicates  that  they  entered  the  tissue  where  the  epi- 
thelium was  scratched  away  for  the  application  of  the  croton  oil. 
The  absence  of  bacteria  in  the  heated  ears  is  presumably  due  to  the 
fact  that  the  surface  epithelium  was  not  broken. 

Out  experiments  show  that  in  almost  every  instance  there  is  no 
leucocytic  exudate  in  rabbits  with  a  severe  leucopenia.  Lippmann 
and  Plesch  produced  a  lymphocytic  exudate  in  the  pleura  and  peri- 
toneal cavities  of  leucocyte- free  rabbits  with  cultures  of  the  bacillus 
of  swine  erysipelas,  but  the  same  irritant  did  not  produce  any  leu- 
cocytic exudate  when  injected  into  the  muscles.  Pappenheim  and 
Fukushi,  using  tuberculin,  produced  a  lymphocytic  exudate  in  the 
peritoneal  cavity. 

Our  results  are  not  at  variance  with  those  of  the  investigators 
cited  above,  since  we  applied  the  irritants  to  the  muscle  and  sub- 
cutaneous tissues  only. 

The  evident  absence  of  antibacterial  bodies  in  rabbits  with  a 
severe  leucopenia  may  not  be  due  entirely  to  the  destruction  of  the 
leucoc)rtes,  since  benzol  probably  has  a  general  cytotoxic,  as  well  as 
a  leucotoxic  action. 

SUMMARY. 

Congestion  of  blood  vessels  and  marked  edema  may  occur  in  rab- 
bits with  a  severe  leucopenia.  These  two  phenomena  are,  there- 
fore, independent  of  the  leucocytes. 
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When  the  leucocyte  count  is  below  i,ooo,  croton  oil  and  heat 
produce  no  leucocytic  exudate  in  the  tissues  of  the  ear,  and  carmine 
produces  no  exudate  in  the  muscles. 

In  rabbits  with  severe  leucopenia  there  are  apparently  no  anti- 
bacterial bodies  present. 

Benzol  does  not  destroy  the  leucocytes  in  an  abscess. 

EXPLANATION  OF  PLATES. 
Plate  33. 

Fia  I.  Microphotograph  of  a  section  of  the  ear  of  Rabbit  L,  controL  Mag- 
nified 29  diameters.  Croton  oil  was  applied  45  hours  previously.  This  figure 
shows  the  enormous  numbers  of  polsonorphonuclear  leucocytes  due  to  the  croton 
oil  irritation  in  a  normal  rabbit 

Fig.  2.  Microphotograph  of  the  section  of  the  ear  of  Rabbit  E,  Experiment 
5.  Magnified  29  diameters.  Croton  oil  was  applied  48  hours  previously.  The 
needle  scratch,  shown  on  the  right  of  the  figure,  is  covered  with  bacteria  which 
are  also  invading  the  subepithelial  tissues.    No  leucocytic  exudate  is  present 

Fig.  3.  Same  as  Fig.  2.  Magnified  29  diameters.  Taken  a  little  nearer  the 
tip  of  the  ear  to  show  the  marked  edema. 

Fig.  4.  Microphotograph  of  a  section  of  the  right  ear  of  Rabbit  F,  Experi- 
ment 6.  Magnified  14  diameters.  35  hours  previously  the  ear  was  immersed  in 
water  at  55**  C.  for  2.5  minutes.  Note  the  marked  edema  and  complete  absence 
of  cellular  reaction. 

Plate  24. 

Fig.  5.  Microphotograph  of  a  section  of  lumbar  muscles  of  Rabbit  M,  con- 
trol. Magnified  387  diameters.  Injection  of  carmine  30  hours  previously.  This 
figure  shows  the  polymorphonuclear  reaction  due  to  carmine  irritation  in  a 
normal  rabbit 

Fig.  6.  Microphotograph  of  a  section  of  the  left  lumbar  muscles  of  Rabbit 
C,  Experiment  3.  Magnified  387  diameters.  Injection  of  carmine  59  hours  pre- 
viously.   There  is  marked  edema,  but  complete  absence  of  leucocytes. 

Fig.  7.  Microphotograph  of  a  section  of  the  right  lumbar  muscles  of  Rabbit 
F,  Experiment  6.  Magnified  387  diameters.  Injection  of  carmine  35  hours  pre- 
viously. Note  the  enormous  numbers  of  bacteria  and  the  complete  absence  of 
leucocytic  exudate. 
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PLATE  23. 


Fig.  2. 


Fig.  3. 
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Fig.  4. 
(Camp  and  Baumgartner:  Inflammatory  Reactions  in  Rabbits.) 


Digitized  by 


Google 


Digitized  by 


Google 


THE  JOURNAL  OF  EXPERIMENTAL  MEDICINE  VOL.  XXII. 


PLATE  24. 


Fig.  5. 


Fig.  6. 
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Fig.  7. 
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Fig.  8. 
(Camp  and  Baumgartiier:   Inflammatory  Reactions  in   Rabbits.) 
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Fig.  8.  Microphotograph  of  a  section  of  the  muscles  of  Rabbit  N,  control. 
Magnified  387  diameters.  Injection  of  carmine  70  hours  previously.  This  figure 
shows  the  reaction  of  the  connective  tissue  cells  to  carmine  irritation  in  the 
normal  rabbit 
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THE  ARTIFICIAL  PRODUCTION  IN  MAMMALIAN 

PLASMA  OF  SUBSTANCES  INHIBITORY  TO 

THE  GROWTH  OF  CELLS. 

By  albert  J.  WALTON,  M.S. 

(From  the  Bacteriological  Laboratory  of  the  London  Hospital,  London.) 

Plates  25  and  26. 

(Received  for  publication,  April  6,  191 5.) 

The  fact  that  the  growth  of  mammalian  tissue  varies  with  the 
plasmatic  medium  and  that  this  variation  is  probably  due  to  the  pres- 
ence of  inhibiting  and  stimulating  substances  has  been  shown  in  a 
previous  communication.^  It  has  also  been  shown  that  the  extracts 
of  various  tissues  when  added  to  the  plasma  have  a  more  or  less 
specific  action  on  the  growth  of  the  tissue.^  This  evidence  is  sug- 
gestive that  an  immunity  to  the  growth  of  individual  cells  might  be 
artificially  acquired  by  an  animal. 

Many  workers  have  attempted  to  obtain  specific  cytotoxins  and 
cytolysins  by  injecting  animals  with  certain  cells  and  determining 
whether  antibodies  were  found  in  the  serum.  In  determining 
whether  such  bodies  were  present  or  not  the  method  generally 
adopted  was  to  inject  the  serum  of  the  animal  thought  to  be  immune 
into  another  animal  of  the  same  species  as  that  from  which  the  im- 
munizing agent  had  been  obtained.  Cytolysins  were  in  many  cases 
found  to  be  present,  but  they  were  not  specific.  Lambert^  after 
considering  fully  the  published  results  observed  by  many  investi- 
gators on  the  above  lines  gives  the  results  of  his  experiments.  He 
investigated  the  nature  of  the  growth  of  cells  in  the  plasma  of  im- 
munized animals  and  was  able  to  determine  that  immune  bodies  were 
present  but  were  not  specific.     In  his  experiments  guinea  pigs  were 

1  Walton,  A.  J.,  Proc.  Roy.  Soc,  Series  B.,  1913-14,  Ixxxvii,  452. 

«  Walton,  Jour.  Exper.  Med.,  1914,  xx,  554. 

*  Lambert,  R.  A.,  Jour.  Exper.  Med.,  1914,  xix,  277. 
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immunized  to  rat  sarcoma  and  the  skin  of  rat  embryos.  The  im- 
portant question  as  to  whether  one  animal  can  be  immunized  to  the 
tissue  of  another  animal  of  the  same  species  has  not  been  investigated 
by  the  method  of  growth  in  vitro,  A  consideration  of  this  ques- 
tion would  appear  to  be  of  importance  as  throwing  light  upon  the 
correlation  of  growth  of  various  tissues  in  normal  and  abnormal 
states  of  the  body.  In  conducting  such  a  series  of  experiments  it 
is  also  of  importance  to  determine  what  are  the  changes  taking 
place  in  the  cells  injected.  Do  they  act  as  tissue  grafts,  or  are  they 
destroyed  by  the  host  into  which  they  are  placed  ? 

The  present  experiments  were  carried  out  with  a  view  of  deter- 
mining whether  such  an  immunity  was  specific  to  the  one  type  of 
cell.  A  series  of  ten  experiments  which  included  the  making  of 
396  cultures  was  employed. 

Technique. 

An  adult  rabbit  was  killed  and  the  testicles  and  portions  of  the 
liver  were  removed.  Each  tissue  was  divided  as  finely  as  possible 
and  made  into  a  thick  emulsion  which  could  just  pass  through  a  large 
hypodermic  needle  by  mixing  with  it  a  small  quantity  of  Ringer's 
fluid.  On  the  same  or  the  subsequent  day  five  or  six  cubic  centimeters 
of  testicular  emulsion  were  injected  into  the  peritoneal  cavity  of  an 
adult  rabbit,  a  corresponding  amount  of  liver  emulsion  being  in- 
jected into  the  peritoneal  cavity  of  a  second  rabbit.  The  process 
was  repeated  twice  at  intervals  of  seven  days,  so  that  one  animal  re- 
ceived three  doses  of  testicular  emulsion  and  the  other  three  doses 
of  liver  emulsion.  Portions  of  liver  and  testicle  were  cultivated  in 
the  plasmata  of  these  animals  and  in  the  plasma  of  a  control  animal 
at  various  intervals.  The  injection  of  this  quantity  of  emulsion 
was  in  no  case  followed  by  any  injurious  results  to  the  animal  ex- 
perimented upon. 

Experiment  i, — Two  adult  male  rabbits,  A  and  B,  were  injected,  Rabbit  A 
receiving  three  intraperitoneal  injections  of  5  cc.  each  of  liver  emulsion,  and 
Rabbit  B  three  injections  of  5  cc.  each  of  testicle  emulsion,  an  interval  of  one 
week  elapsing  between  each  injection. 

Seven  days  after  the  last  injection  Rabbit  C  was  anesthetized  and  blood  re- 
moved from  the  carotid  artery.*    This  animal  was  kept  under  ether  while  blood 

*  All  the  experiments  were  done  under  ether  anesthesia. 
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was  removed  by  puncture  from  Animals  A  and  B.  The  three  bloods  were  cen- 
trifugalized  in  ice.  Portions  of  liver  and  testicle  were  removed  meanwhile 
from  Animal  C  and  placed  in  Ringer's  fluid.  Cultures  of  both  tissues  were  now 
made  by  the  Carrel  technique  in  each  of  the  three  plasmata. 

Results. — Good  growth  occurred  with  both  tissues  in  the  control  plasma  of 
Animal  C. 

In  the  plasma  of  Animal  A  (immune  to  liver)  there  was  fair  growth  in  all 
the  specimens  of  testicle,  but  this  growth  was  always  considerably  less  than 
in  the  controls.  Of  the  liver  cultures  not  one  showed  any  growth,  and  the 
specimens  after  fixation  stained  very  faintly  or  not  at  all,  showing  that  the  cclk 
were  dead  (Text-fig.  i).  In  the  plasma  of  Animal  B  (immune  to  testicle)  there 
was  only  slight  growth  of  the  cultures  of  testicle,  the  growth  being  considerably 
less  than  in  the  cases  of  those  pieces  of  tissue  grown  in  the  plasma  of  Animal  A, 
and  very  much  less  than  in  the  controls  of  the  plasma  of  Animal  C  The  cul- 
tures of  liver  showed  in  every  case  no  trace  of  growth  (Text-fig.  2). 

This  experiment  would  appear  to  show  that  injections  of  liver  or 
testicle  confer  an  immunity  which  is  more  marked  in  both  cases  to 
liver  than  to  testicle. 
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Text-Fig.  i.  Text-Fig.  2. 

Text-Fig.  i.    Animal  A.    Immunized  with  liver  emulsion. 
Text-Fig.  2.    Animal  B.    Immunized  with  testicular  emulsion. 

Experiment  2, — The  above  experiment  was  repeated  with  the  same  two  im- 
mune animals  fourteen  days  after  they  had  received  the  last  injection,  another 
control  animal,  C,  being  used. 
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Results. — In  the  control  plasma  of  C  there  was  good  growth  of  both  tissues. 
In  Animal  A  (immune  to  liver)  there  was  only  slight  growth  in  the  cultures  of 
testicle  and  no  growth  in  the  cultures  of  liver.  In  Animal  B  there  was  marked 
growth  in  all  the  cultures  of  testicle,  this  being  nearly  as  good  as  in  the  controls. 
The  cultures  of  liver  showed  no  growth  (Text-figs,  i  and  2). 

Apparently,  therefore,  as  regards  the  testicle  there  was  an  in- 
creased immunity  in  the  animal  injected  with  liver  emulsion,  but  in 
the  animal  injected  with  testicle  emulsion  the  immunity  was  passing 
off  so  that  growth  was  nearly  as  good  as  in  the  controls.  Both 
animals  still  showed,  however,  a  definite  immunity  to  the  growth 
of  liver. 

Experiment  j. — The  above  experiment  was  repeated  with  the  same  immune 
animals  twenty-six  days  after  they  had  received  the  last  injection,  another  con- 
trol animal,  Q  being  used. 

Results. — (jood  growth  occurred  with  both  tissues  in  the  control  plasma  of 
Animal  C.  In  the  plasma  of  Animal  A  there  was  good  growth  in  all  the  cul- 
tures of  testicle.  The  cultures  of  liver  showed  growth  in  four  of  six  specimens, 
but  the  growth  was  only  slight  and  was  always  less  than  in  the  case  of  the  con- 
trols. In  the  plasma  of  Animal  B  there  was  again  extensive  growth  of  all  the 
cultures  of  testicle,  this  being  definitely  greater  than  in  the  controls.  The  cul- 
tures of  liver  showed  no  growth  (Text-figs,  i  and  2). 

Thus  after  twenty-six  days  the  immunity  to  the  growth  of  testicle 
was  wearing  off  in  the  animal  injected  with  liver,  while  in  the  animal 
injected  with  testicle  an  anti-immune  body  appeared  to  have  been 
formed.  As  regards  the  immunity  to  liver  this  was  beginning  to 
pass  off  with  the  animal  injected  with  liver,  but  was  still  present  in 
the  animal  injected  with  testicle. 

These  experiments  seem  to  show  that  a  certain  immunity  was 
produced  to  the  growth  of  tissue  by  the  injection  of  cellular  emul- 
sions, that  this  immunity  was  not  definitely  specific,  although  it  was 
always  better  to  liver  than  to  testicle,  and  that  it  lasted  but  a  short 
time. 

In  order  to  confirm  these  results  further  experiments  were  carried 
out,  the  cultures  in  this  group  being  made  after  each  injection  and 
continued  at  weekly  intervals  after  the  last  injection  until  the  results 
were  found  to  coincide  with  those  obtained  in  a  normal  animal. 

Experiment  4. — An  adult  male  rabbit,  D,  was  injected  with  5  cc.  of  liver 
emulsion,  and  an  adult  female  rabbit,  E,  with  5  cc.  of  testicle  emulsion.  Seven 
days  later  portions  of  liver  and  testicle  were  removed  from  a  control  animal,  C, 
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and  cultivated  in  the  plasmata  of  the  three  animals.  As  soon  as  the  experiment 
was  completed  Animals  D  and  E  received  a  second  intraperitoneal  injection  of 
liver  or  testicle  emulsion. 

Results. — There  was  good  growth  of  both  tissues  in  all  specimens  in  the 
plasma  of  the  control  animal,  C.  In  the  plasma  of  Animal  D  there  was  no 
growth  of  any  of  the  specimens  of  either  liver  or  testicle.  In  the  plasma  of 
Animal  E  there  was  slight  growth  of  liver  and  fair  growth  of  testicle  in  all 
specimens  (Text-fig.  3). 

Hence  it  appeared  that  the  animal  injected  with  liver  had  already 
a  good  immunity  to  both  liver  and  testicle,  while  that  injected  with 
testicle  had  a  fair  immunity  to  liver  and  only  a  slight  immunity  to 
testicle. 

Five  days  after  the  above  experiment  Animal  D  died  from  the 
effects  of  severe  bites  inflicted  by  another  rabbit.  An  adult  female 
rabbit,  G,  was  therefore  taken  for  further  injections  with  liver 
extract. 
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Animal  E.    Immunized  with  testicular  emulsion. 


Experiment  5. — Cultures  were  made  in  the  plasma  of  Animal  E  seven  days 
after  the  second  injection,  in  that  of  Animal  G  before  injection,  and  in  that  of 
Animal  C  as  a  control 
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Results. — There  was  good  growth  of  both  liver  and  testicle  in  the  control 
animal,  C  In  the  plasma  of  Animal  G  before  an  injection  there  was  again,  as 
was  to  be  expected,  good  growth  of  both  tissues  (Text-fig.  4).  In  the  plasma 
of  Animal  E  there  was  no  growth  of  the  liver  tissue  and  only  fair  growth  of 
the  testicular  tissue  (Text-fig.  3). 

It  would  appear  therefore  that  after  the  second  injection  immu- 
nity to  the  growth  of  liver  had  definitely  increased,  but  that  to  tes- 
ticle was  still  slight. 

Experiment  6, — Cultures  were  made  seven  days  later  in  the  plasma  of  Animal 
E,  I.  e.,  seven  days  after  the  third  injection  of  testicle  emulsion,  and  in  Animal 
G  seven  days  after  the  first  injection  of  liver  emulsion,  also  in  the  plasma  of  the 
control  animal,  C. 

Results, — There  was  good  growth  in  both  tissues  of  the  plasma  of  the  control 
animal,  C  In  Animal  G  there  was  fair  growth  of  all  the  liver  cultures,  this 
being,  however,  distinctly  less  than  in  the  control  (Fig.  i),  but  there  was  still 
good  growth  of  the  testicle  cultures  (Text-fig.  4).  In  Animal  E  there  was  no 
growth  of  any  of  the  specimens  of  liver  and  only  slight  growth  in  the  specimens 
of  testicle  (Text-fig.  3). 
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Text-Fig.  4.    Animal  G.    Immunized  with  liver  emulsion. 


In  this  case  the  immunity  in  the  animal  injected  with  testicle 
was  still  very  good  for  the  liver  and  had  greatly  increased  for  the 
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testicle.  In  the  case  of  the  animal  injected  with  liver  there  was  al- 
ready some  immunity  to  the  growth  of  liver  and  but  little,  if  any,  to 
the  growth  of  testicle. 

Experiment  7. — The  above  experiments  were  repeated  eight  days  later  with 
another  control  animal;  that  is,  fifteen  days  after  the  third  injection  of  testicle 
emulsion  in  Animal  E,  and  eight  days  after  the  second  injection  of  liver  emul- 
sion in  Animal  G. 

Results.— Thtve  was  again  good  growth  in  the  controls.  In  the  plasma  of 
Animal  G  there  was  only  slight  growth  of  the  liver  specimens,  but  the  specimens 
of  testicle  still  showed  good  growth  (Text-fig.  4).  In  the  plasma  of  Animal  E 
there  was  good  growth  of  all  the  cultures  of  liver ;  in  fact  this  growth  was  con- 
siderably better  than  in  the  controls,  but  with  all  the  cultures  of  testicle  there 
was  only  slight  growth,  several  of  the  specimens  showing  no  growth  at  all 
(Text-fig.  3). 

In  this  experiment  there  was  a  distinct  change  in  the  plasma  of 
the  animal  injected  with  testicle.  The  immunity  to  the  liver  had 
entirely  disappeared  and  was,  in  fact,  succeeded  by  an  anti-immunity. 
There  was,  however,  still  a  very  distinct  immunity  to  the  growth  of 
testicular  tissue.  The  animal  inoculated  with  liver  injections  showed 
an  increasing  immunity  to  the  growth  of  liver,  but  had  not  yet  de- 
veloped any  to  the  growth  of  testicle. 

Experiment  8. — The  above  experiments  were  repeated  seven  days  later;  that 
is,  twenty-two  days  after  the  third  injection  of  testicle  into  Animal  E,  and  seven 
days  after  the  third  injection  of  liver  into  Animal  G. 

Results. — The  growth  of  the  controls  was  again  good  in  all  cases.  In  the 
plasma  of  Animal  G  there  was  no  growth  in  the  specimens  of  liver  (Fig.  2), 
and  only  slight  growth  in  the  specimens  of  testicle  (Text-fig.  4).  In  the  plasma 
of  Animal  E  there  was  good  growth  in  all  the  specimens  of  liver,  but  it  was  now 
no  better  than  in  the  controls.  In  the  case  of  the  testicle  the  growth  was  dis- 
tinctly better  than  in  the  case  of  the  controls  (Text-fig.  3). 

At  this  period,  then,  the  animal  injected  with  testicle  had  lost  all 
its  immunity  to  liver  and  the  immunity  to  the  testicle  had  disap- 
peared to  be  followed  by  an  anti-immunity.  The  animal  injected 
with  liver  had,  on  the  other  hand,  an  increasing  immunity  to  liver 
and  was  now  developing  an  immunity  to  the  growth  of  testicle. 

Experiment  9. — The  above  experiment  was  repeated  seven  days  later ;  that  is, 
twenty-nine  days  after  the  third  injection  of  testicle  in  Animal  E,  and  fourteen 
days  after  the  third  injection  of  liver  in  Animal  G. 

Results. — The  controls  as  usual  grew  well.  In  the  plasma  of  Animal  G  there 
was  now  very  marked  growth  of  liver,  this  being  in  all  cases  more  extensive 
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than  in  the  controls  (Figs.  3  and  4).  The  specimens  of  testicle,  however,  showed 
only  very  slight  growth  in  a  few  specimens  (Text-fig.  4).  In  the  plasma  of 
Animal  E  the  growth  of  both  tissues  was  similar  to  that  of  the  controls  (Text- 
fig.  3). 

At  this  stage,  therefore,  Animal  E  had  lost  all  its  immunity.  In 
Animal  G  the  immunity  to  liver  had  disappeared  and  this,  as  had 
been  the  case  in  Animal  E,  was  followed  by  an  anti-immunity. 
There  was,  however,  a  very  definite  immunity  to  the  growth  of 
testicle. 

Experiment  10. — The  above  experiments  were  repeated  seven  days  later;  that 
is,  thirty-six  days  after  the  third  injection  of  testicle  into  Animal  E,  and  twenty- 
one  days  after  the  third  injection  of  liver  in  Animal  G. 

Results, — Both  tissues  grew  well  in  the  control  plasma.  In  the  plasma  of 
Animal  G  there  was  still  extensive  growth  of  liver,  especially  as  regards  the 
parenchymatous  cells,  these  being  much  more  marked  than  in  the  controls.  In 
the  case  of  the  specimens  of  testicle  there  was  now  good  growth  which  was 
slightly  better  than  the  controls  (Text-fig.  4).  In  the  plasma  of  Animal  E  the 
growth  of  both  tissues  was  good  and  was  equal  to  that  of  the  controls. 

At  this  Stage  both  animals  had  lost  their  immunity,  but  whereas 
Animal  G  was  in  a  stage  of  anti-immunity  to  both  tissues,  so  that 
they  grew  better  in  its  plasma  than  in  the  controls,  yet  in  the  case 
of  Animal  E  the  anti-immunity  was  also  lost  and  the  plasma  was 
of  the  same  value  as  a  medium  as  that  of  an  uninjected  animal.  The 
results  of  these  experiments  are  well  shown  in  Text-figs.  3  and  4,  and 
it  is  of  interest  to  note  that  in  both  cases,  although  one  was  injected 
with  liver  and  the  other  with  testicle,  an  immunity  to  the  growth  of 
the  liver  was  more  rapidly  developed,  being  followed  at  a  later  inter- 
val by  an  immunity  to  the  growth  of  testicle.  In  both  cases  also  this 
immunity  was  followed  by  an  anti-immunity  which  was  again 
rapidly  lost,  so  that  the  plasma  in  this  respect  resembled  that  of  a 
normal  animal.  The  curves  show  that  the  extent  of  growth  in  the 
two  animals,  although  varying  in  degree,  simulate  one  another  to  a 
remarkable  extent  and  confirm  the  results  obtained  in  Animals  A 
and  B  in  so  far  that  they  show  that  an  immunity  was  more  rapidly 
obtained  to  the  growth  of  liver,  but  was  followed  at  a  slightly  later 
date  by  an  immunity  to  the  growth  of  testicle.  The  fact  that  the 
immunity  to  liver  and  testicular  growth  diflFers  in  point  of  time 
shows  that  to  a  certain  extent  the  inhibition  to  this  growth  is  spe- 
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cific,  but  the  experiments  also  clearly  show  that  it  is  not  specific  in  the 
sense  that  the  injection  of  liver  limits  the  growth  of  liver  tissue  only, 
whilst  the  injection  of  testicle  limits  only  that  of  testicular  tissue. 
For  in  both  Animals  E  and  G  it  was  seen  that  the  immunity  to  liver 
was  more  rapidly  developed,  although  one  was  injected  with  liver 
and  the  other  with  testicle,  the  same  result  being  also  obtained  in 
Animals  A  and  B.  The  fact,  however,  that  the  growth  of  each 
tissue  is  independently  controlled  would  give  rise  to  the  belief  that  in 
the  future  it  may  be  possible  to  determine  a  method  of  controlling 
the  growth  of  one  and  only  one  tissue. 

After  these  experiments  were  completed  the  immunized  animals 
were  killed  and  it  was  found  that  at  the  site  of  injection  the  emul- 
sified tissue  formed  an  encapsulated  mass  which  on  section  was 
caseous  and  necrotic.  Microscopical  sections  showed,  as  a  general 
rule,  necrotic  cellular  masses  which  stained  poorly.  These  masses 
were  surroimded  by  large  numbers  of  round  cells  and  commencing 
connective  tissue  formation.  In  no  case  was  there  any  evidence  of 
the  injected  cells  having  grown  in  the  host.  They  were  in  all  cases 
destroyed  and  surrounded  by  inflammatory  exudates.  In  both  ani- 
mals sections  were  made  of  the  liver  and  it  was  found  that  the  cells 
resembled  exactly  those  of  a  normal  animal.  It  was  impossible  to 
say  that  they  showed  any  degeneration  or  necrotic  changes  as  the 
result  of  the  injection  of  tissue  emulsion. 

CONCLUSIONS. 

Active  immunity  to  the  growth  of  tissue  may  be  obtained  by  in- 
traperitoneal injections  of  tissue  emulsions. 

This  immunity  is  of  short  duration  and  is  followed  by  an  anti- 
immunity. 

The  immunity  varies  for  individual  tissues  both  in  extent  and 
in  the  time  of  onset. 

The  immtmity  is  not  specific  in  so  far  that  it  is  not  more  marked  to 
the  tissue  similar  to  that  forming  the  emulsion. 
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PLATE  25. 


Fig.  I. 


FiCi.    2. 

(Walton:  Artificial  Production  of  Inhibitory  Substances.) 
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EXPLANATION  OF  PLATES. 

Plate  25. 

Fig.  I.  Three  days'  growth  of  liver  in  the  plasma  of  a  rabbit  seven  days  after 
one  injection  of  liver  emulsion. 

Fig.  2.  Three  days'  growth  of  liver  in  the  plasma  of  a  rabbit  seven  days 
after  the  third  injection  of  liver  emulsion. 

Plate  26. 

Fig.  3.  Three  days'  growth  of  liver  in  the  plasma  of  a  rabbit  fourteen  days 
after  the  third  injection  of  liver  emulsion. 

Fia  4.    Three  days'  growth  of  liver  in  the  plasma  of  a  normal  rabbit 
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THE  LYMPHOCYTE  IN  NATURAL  AND  INDUCED 
RESISTANCE  TO  TRANSPLANTED  CANCER. 

II.     Studies  in  Lymphoid  Activity. 

By  JAMES  B.  MURPHY,  M.D.,  and  JOHN  J.  MORTON,  M.D. 
(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research.) 

(Received  for  publication.  May  28,  191 5.) 

In  former  communications,  we  have  shown  that  the  resistance  to 
heteroplastic  tissue  grafts  apparently  depends  on  the  activity  of  the 
lymphocyte.  The  chick  embryo,  which  we  found^  to  be  devoid  of 
any  resisting  power  to  the  growth  of  grafted  tissues  from  a  foreign 
species,  could  be  rendered  as  refractory  as  the  adult  animal,  by  the 
introduction  of  a  bit  of  adult  homologous  tissue  rich  in  lymphoid 
elements,  such  as  spleen  or  bone  marrow.^  Furthermore,  an  adult 
animal  deprived  of  the  major  portion  of  its  lymphoid  system  by- 
means  of  repeated  small  doses  of  x-ray,  no  longer  resists  the  growth 
of  heterologous  tissues.  The  tissue  cells  from  a  foreign  species 
will  grow  actively  till  such  a  time  as  the  depleted  lymphoid  system 
of  the  animal  is  well  advanced  in  regeneration.^ 

Histologically,  there  is  a  striking  resemblance  between  the  appear- 
ances presented  by  the  failing  heteroplastic  graft  in  the  foreign  host 
and  the  cancer  graft  in  the  so  called  immune  animal.  The  phe- 
nomenon is  the  same,  whether  the  state  of  resistance  to  the  cancer 
is  one  possessed  naturally  by  the  animal,  a  condition  termed  natural 
immunity,  or  whether  it  is  of  the  nature  of  induced  immunity  de- 
veloped by  previous  treatment  of  the  animal.  The  details  of  the 
various  stages  of  the  processes  as  observed  under  the  microscope 
need  not  be  gone  into  here.*     It  is  only  necessary  to  say  that  the 

1  Murphy,  Jas.  B.,  Jour,  Expcr.  Med.,  1913,  xvii,  482. 

2  Murphy,  Jas.  B.,  ibid.,  1914,  xix,  513. 

3  Murphy,  Jas.  B.,  Jour.  Am.  Med.  Assn.,  1914,  Ixii,  1459. 

*For  the  literature  see  Da  Fano,  C,  Ztschr.  f.  Immunitdtsforsch.,  Orig., 
1910,  V,  I. 

204 


Digitized  by 


Google 


James  B.  Murphy  and  John  J,  Morton.  205 

constant  and  undisputed  fact  is  that  in  both  the  heteroplastic  tissue 
graft  and  the  homologous  cancer  graft  in  an  immune  animal,  there 
is  a  pronoimced  collection  of  small  round  cells  at  the  edges  of  the 
grafts  and  densely  infiltrating  the  tissues  about.*^  The  lymphoid 
elements  appear  quite  early  in  the  process  and  last  till  it  is  completed. 
It  is  notable  that  these  elements  are  absent  about  the  growing  cancer 
graft  in  the  highly  susceptible  animal. 

With  the  above  fact  at  hand  it  would  seem,  arguing  from  analogy, 
that  the  lymphocytes  might  play  an  as  equally  important  part  in  im- 
munity to  transplanted  cancer  as  they  appear  to  play  in  the  re- 
sistance phenomenon  to  heteroplastic  tissue  grafts.  With  this  prob- 
lem in  mind  the  following  experiments  were  planned. 

Resistance  to  Transplanted  Cancer, 

It  is  unnecessary  to  go  into  the  detaifs  and  theories  of  the  various 
types  of  resistance  to  the  transplanted  cancer.  This  has  been  done 
at  length  in  numerous  communications  on  the  subject.®  The  es- 
sential facts  are  that  mice  may  be  rendered  relatively  immune 
for  a  period  by  giving  a  subcutaneous  or  intraperitoneal  injection 
of  a  certain  amount  of  homologous  living  tissues  at  least  ten  days 
before  inoculating  the  cancer  graft.  Various  tissues  have  served, 
such  as  hashed  embryo,  embryo  skin,  spleen,  and  red  blood  cells, 
for  this  purpose.  The  efficiency  of  the  protection  varies  consider- 
ably, depending  on  the  type  and  amount  of  tissue  used,  as  well  as  on 
the  growth  power  of  the  cancer  inoculated.  A  certain  proportion 
of  mice  inoculated  with  cancer  show  a  natural  refractory  state 
which  varies  in  different  families  of  mice  and  to  an  extent  accord- 
ing to  the  virulence  of  the  tumor.  Sometimes  this  natural  resist- 
ance is  so  effective  that  the  cancer  graft  does  not  become  established, 
while  in  the  less  resistant  animal  the  introduced  tumor  may  grow 
for  a  time  and  only  later  be  overcome  and  absorbed.  These  are  the 
types  of  immunity  which  we  have  elected  to  study  from  the  point 
of  view  of  their  general  lymphoid  reaction. 

*  For  general  review  and  literature  on  the  subject  see  Woglom,  W.  H.,  The 
Study  of  Experimental  Cancer,  A  Review,  Studies  in  Cancer  and  Allied  Sub- 
jects, New  York,  1913,  i,  128. 

•Woglom,  he.  cit. 
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In  all  we  have  made  detailed  studies  of  the  blood  in  over  eighty 
mice  before  and  at  intervals  after  inoculation  with  cancer  in  both 
immune  and  susceptible  animals.  Only  one  of  these  experiments 
will  be  reported  as  the  others  gave  practically  identical  results. 

Experiment  I. — 20  white  mice  of  about  the  same  age  and  size  were  selected. 
A  white  blood  count  and  a  differential  count  were  made  to  establish  the  normal 
in  each  animal.  10  of  the  mice  were  given  a  subcutaneous  injection  of  a3  ca 
of  defibrinated  mouse  blood.  10  days  later  all  20  animals  were  inoculated  with 
equal  sized  grafts  of  a  transplantable  mammary  carcinoma  of  the  mouse.^ 
Blood  examinations  were  made  after  24  hours  and  at  intervals  for  something 
over  50  days.  The  grafts  were  measured  and  recorded  weekly.  The  protection 
in  the  immunized  animals  of  this  series  was  100  per  cent  Among  the  controls, 
60  per  cent  grew  their  grafts  and  40  per  cent  were  naturally  immune.  From  the 
white  count  and  differential,  we  have  estimated  the  actual  numbers  of  the  various 
types  of  white  cells  present. 

Typical  examples  of  each  group  are  shown  in  Text-fig.  i,  A 
being  an  immunized  animal,  B  a  control  animal  with  a  growing 
tumor,  and  C  a  naturally  immune  animal.  In  these  counts  we 
have  grouped  together  the  large  and  small  lymphocytes;  and  have 
not  differentiated  the  types  of  polynuclear  cells.  The  changes  that 
have  taken  place  have  been,  however,  almost  entirely  in  the  small 
lymphocyte  group.  In  Curve  A,  here  given,  no  blood  examinations 
were  made  between  the  primary  count  and  one  twenty- four  hours 
after  the  cancer  inoculation,  but  a  study  of  a  large  series  of  animals 
has  shown  no  variation  in  the  count  before  the  introduction  of  the 
cancer  graft.  It  is  assumed,  therefore,  in  this  case  that  the  normal 
level  is  maintained. 

The  immediate  increase  in  the  circulating  lymphocytes  present  in 
the  immunized  animal  is  a  constant  finding  and  in  a  large  propor- 
tion of  the  cases  has  risen  to  100  per  cent  or  more  above  the  normal 
level  during  the  first  twenty-four  hours.  This  is  well  shown  by  the 
composite  curve  made  from  the  average  of  all  of  this  series  (Text- 
fig.  2  A).  In  Curve  C  of  Text-fig.  i  we  show  a  typical  example 
of  a  naturally  immune  animal.  Here  the  lymphoid  increase  is  de- 
layed, and  is  preceded  by  a  slight  fall.  The  composite  curve  (Text- 
fig.  2  C),  however,  shows  that  as  an  average  there  is  slight  if  any 
change  during  the  first  twenty-four  hours,  but  the  reaction  develops 

7  This  tumor  was  propagated  by  Dr.  Woglom  and  kindly  given  us  by  him. 
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sometime  during  the  first  week  and  continues  to  rise  with  some 
variation  to  a  level  between  lOO  and  200  per  cent  above  normal. 
These  animals  show,  as  a  rule,  some  growth  of  the  cancer  during 
the  first  week  but  after  this,  retrogression  sets  in,  continuing  to  com- 
plete absorption.  In  the  susceptible  animal  (Text-fig.  i  B) 
there  is  a  decrease  in  the  lymphocytes  and  a  tendency  for  the  poly- 
nuclear  cells  to  increase  slightly.  This  particular  animal  oflfered 
little  resistance  apparently,  as  the  rate  of  growth  of  the  tumor, 
shown  at  the  bottom  of  the  text-figure  in  silhouette,  would  indicate. 
This  is  not  uniformly  so,  however,  as  is  demonstrated  in  the  com- 
posite curve  (Text-fig.  2  B)  taken  from  a  number  of  animals 
with  growing  tumors.  Here  is  shown  a  slight  reaction  at  the  end 
of  the  first  week  which,  however,  subsides  as  the  tumor  increases 
in  size.  In  one  animal  in  the  series,  there  was  a  fairly  marked 
reaction  of  the  lymphocytes  in  the  second  week,  with  a  marked  re"^ 
tardation  in  the  growth  of  the  tumor.  The  cancer  later  broke 
through  the  resistance  which  was  accompanied  by  a  corresponding 
drop  in  the  mononuclear  elements  of  the  blood. 

This  series  of  experiments  shows  that  the  resistant  state  to  trans- 
planted cancer,  whether  of  the  natural  or  induced  variety,  is  accom- 
panied by  a  marked  lymphocytosis.  In  the  highly  susceptible  ani- 
mals this  phenomenon  is  absent,  while  in  the  less  resistant  ones, 
where  the  tumor  is  retarded  but  not  checked  absolutely,  there  is  a 
slight  but  apparently  inadequate  reaction  of  these  cells.  Whether 
the  immunity  is  dependent  on  the  lymphoid  increase  or  not  is  a  dif- 
ferent matter.  If  the  reaction  is  a  necessary  part  of  the  immunity 
process,  the  destruction  of  the  lymphocytes  in  the  immunized  ani- 
mals should  be  accompanied  by  a  loss  of  the  immunity. 

The  Effect  of  Lymphoid  Destruction  \on  the  Induced  Immunities 
to  Transplanted  Cancer. 

Heineke  has  shown  that  x-ray  effect  is  manifest  first  in  its  de- 
struction of  the  lymphocyte.®  We  have  found  that  repeated  small 
doses  of  x-ray®  destroy  the  major  portion  of  the  lymphoid  system  of 
the  mouse  without  causing  apparent  injury  to  other  tissues  or  pro- 

»  Heineke,  H.,  Mitt.  a.  d.  Grenzgeb.  d.  Med,  u.  Chir,,  1905,  xiv,  21. 

»  Murphy,  Jas.  B.,  and  Ellis,  A.  W.  M.,  Jour,  Exper,  Med.,  1914,  xx,  397. 
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ducing  detrimental  effect  to  the  general  health  of  the  animal.  This 
method  offers  a  means  of  testing  out  the  importance  of  the  lympho- 
cytic reaction  in  the  immune  states  to  cancer.  We  have  found  it 
necessary  to  regulate  the  dose  very  carefully,  as  too  large  or  too 
frequent  doses  will  cause  such  a  general  disturbance  in  the  metab- 
olism that  tumors  after  they  develop  will  grow  slowly.  Likewise, 
too  small  an  amount  of  x-ray  will  only  partially  bring  about  the  de- 
sired effect.  The  following  experiment  is  one  of  four  which  have 
given  uniform  results. 

Experiment  II, — 30  adult  mice  of  about  the  same  age  and  size  were  selected. 
20  of  these  were  given  0.3  cc.  of  defibrinated  mouse  blood,  and  10  were  put  aside 
for  controls.  10  of  the  immunized  animals  were  subjected  to  small  doses  of 
x-ray  for  7  consecutive  days  by  means  of  the  Coolidge  tube,  10  milliamperes,  3 
inch  spark  gap,  and  exposure  of  i  to  2  minutes.  Blood  examination  showed  this 
to  be  sufficient  to  reduce  markedly  the  circulating  lymphocyte,  leaving  the  gen- 
eral health  of  the  animal  unaffected.  10  days  after  the  blood  injection,  all  30 
animals  were  inoculated  with  a  fragment  of  a  transplantable  mouse  cancer. 
Text-fig.  3  gives  the  rate  of  gn'owth  of  cancer  in  the  various  groups.  The 
x-rayed  immunized  group  shows  the  same  number  of  takes  as  does  the  normal 
series,  but  the  tumors  in  the  x-rayed  animals  grew  more  rapidly. 

The  experiment  would  seem  to  indicate  that  the  destruction  of 
the  lymphocytes  between  the  period  of  immunizing  injection  and 
cancer  inoculation  by  preventing  the  usual  lymphoid  reaction,  suf- 
fices to  abolish  the  immunity  which  would  otherwise  be  present. 

The  Effect  of  Lymphoid  Destruction  on  Natural  Immunity  to 
Transplanted  Cancer. 

The  above  experiments  have  shown  that  the  lymphoid  reaction 
is  the  same  in  the  naturally  immune  animals  and  in  the  animals  with 
induced  immunity.  We  would  expect,  therefore,  that  treatment 
of  normal  animals  with  x-ray  before  inoculation  with  cancer  should 
greatly  increase  the  number  of  takes. 

Experiment  III.  Series  A. — ^20  rats  of  the  same  age  and  size  were  selected. 
10  of  them  were  given  12  doses  of  x-ray  on  consecutive  days  in  amounts  suffi- 
cient to  reduce  greatly  the  lymphoid  elements.  All  the  20  animals  were  then 
given  grafts  of  the  Jensen  rat  sarcoma.  Of  the  untreated  series,  only  2  devel- 
oped tumors  and  i  of  these  later  retrogressed,  while  in  the  8  surviving  animals 
in  the  x-rayed  lot,  all  developed  large  tumors  which  eventually  caused  death. 

Result. — Normal  series  22  per  cent  takes ;  x-rayed  animals  100  per  cent  takes. 
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Text-Fig.  3.  This  chart  shows  the  effect  of  x-ray  on  induced  immunity. 
The  silhouettes  show  the  rate  of  gn'owth  of  the  inoculated  cancer  for  3  con- 
secutive weeks  after  inoculation.  The  first  group  are  the  normal  animals;  the 
second,  the  immunized  animals;  and  the  third,  animals  that  were  immunized 
and  given  a  series  of  small  exposures  to  x-ray  between  the  immunizing  dose 
and  the  cancer  inoculation. 

Series  B. — 20  rats  of  the  same  lot  were  selected,  and  10  of  these  were  given 
the  same  amount  of  exposures  to  x-ray  as  in  Series  A.  All  were  inoculated 
with  equal  sized  gr^its  of  the  Jensen  rat  sarcoma.  8  of  the  normal  animals 
survived,  3  of  which  number  developed  tumors,  i  retrogressing,  however,  after 
a  period  of  growth.  Among  the  x-rayed  animals  6  lived  and  all  of  these  devel- 
oped large  tumors,  but  i  retrogressed  after  a  period. 

Result. — Normal  animals  37  per  cent  takes ;  x-rayed  animals  100  per  cent  takes. 

Series  C. — 20  rats  were  selected  and  10  of  these  were  given  x-ray  exposures 
of  4  minutes'  duration  on  5  consecutive  days.    A  white  blood  count  and  a  differ- 
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ential  were  done  before  and  3  days  after  the  x-ray  treatment  was  discontinued. 
The  circulating  lymphocytes  fell  during  this  time  on  an  average  to  26  per  cent 
of  their  former  number,  while  the  polymorphonuclear  cells  remained  practically 
at  the  same  level  in  actual  numbers.  All  the  20  animals  were  inoculated  with 
grafts  of  the  Flexner-Jobling  carcinoma  of  the  rat  In  the  normal  series  only 
2  animals  developed  tumors  and  i  of  these  was  of  very  slow  growth.  Among 
the  x-rayed  animals,  all  developed  tumors  which  continued  to  grow  till  the  death 
of  the  animals. 

Result. — Normal  animals  25  per  cent  takes ;  x-rayed  animals  100  per  cent  takes. 

Series  D. — 20  mice  were  used  in  this  experiment,  10  being  subjected  to  i 
minute  exposures  of  x-ray  on  10  consecutive  days.  All  the  animals  were  then 
inoculated  with  grafts  of  a  transplantable  mouse  carcinoma.  Among  the  normal 
animals,  4  out  of  the  9  surviving  developed  tumors  which  progressed  till  the 
death  of  the  animal,  while  the  other  5  recovered  completely.  In  the  x-rayed 
series  7  out  of  9  surviving  mice  developed  tumors. 

Result. — Normal  animals  44  per  cent  takes ;  x-rayed  animals  77  per  cent  takes. 

It  will  be  noted  that  tumors  have  been  used  in  this  experiment  at 
periods  when  they  were  giving  a  low  percentage  of  takes,  so  as  to 
make  the  test  more  rigid.  We  have  also  by  this  same  method  suc- 
cessfully transplanted  spontaneous  tumors  to  x-rayed  animals  when 
like  grafts  in  normal  animals  failed  to  grow.  They  act,  however, 
much  as  the  heteroplastic  tissues,^^  retrogressing  as  the  lymphoid  tis- 
sue regenerates.  With  more  carefully  regulated  dosage  of  x-ray 
it  seems  likely  that  uniform  takes  could  be  obtained  in  grafts  from 
the  spontaneous  as  well  as  from  the  transplantable  tumors. 

DISCUSSION. 

The  facts  as  they  stand  from  these  experiments  are  (i)  that  a 
marked  lymphocytosis  arises  after  inoculation  with  cancer  in  both 
the  naturally  immune  animals  and  in  the  animals  with  induced  im- 
munity;  and  (2)  when  the  lymphocytosis  is  prevented  by  a  previous 
exposure  of  the  animal  to  x-ray  the  resistant  state  is  abolished. 
All  the  evidence  points,  therefore,  towards  the  lymphocyte  as  a 
necessary  factor  in  the  immunity  processes,  and  the  finding  offers 
a  probable  explanation  of  the  results  of  Apolant  who  found  that  it 
was  more  difficult  to  render  splenectomized  animals  immune  to 
cancer  than  intact  ones.^^ 

1®  Murphy,  Jas.  B.,  he.  cit. 

11  Apolant,  H.,  Ztschr.  f.  Immunitdtsforsch.,  Orig.,  1913,  xvii,  219. 
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Moreover,  it  has  been  noted  that  splenectomized  animals  exhibit 
less  resistance  to  the  growth  of  inoculated  <:ancer  than  do  intact 
ones  giving  both  a  higher  percentage  of  takes  and  more  rapidly 
growing  tumors.  This  fact  had  been  interpreted  as  the  result  of 
removal  of  one  of  the  chief  organs  for  antibody  formation.  But 
as  no  circulating  antibodies  have  ever  been  demonstrated  for  cancer, 
it  would  seem  more  probable  in  the  light  of  our  work  that  the 
lymphocytic  reaction  has  been  interfered  with  by  the  removal  of 
one  of  the  principal  lymphoid  organs.  We  are  not  prepared,  how- 
ever, at  the  present  time  to  discuss  the  mechanism  of  the  lymphoid 
action  in  cancer  immunity,  or  to  do  more  than  state  that  among  the 
several  possibilities  that  present  themselves  the  data  at  hand  are  in- 
sufficient to  establish  one  agency  above  all  others. 

SUMMARY. 

The  refractory  state  to  transplanted  cancer,  induced  by  the  sub- 
cutaneous injection  of  defibrinated  blood,  is  accompanied  in  every 
case  by  a  definite  lymphoid  crisis  in  the  blood.  The  rise  of  lym- 
phocytes is  not  present  during  the  interval  between  the  immunizing 
injection  and  the  cancer  inoculation  but  comes  on  sharply  within 
twenty-four  hours  of  the  introduction  of  the  cancer  graft.  In  con- 
trol animals  where  the  graft  leads  to  a  definite  take  there  is  no  such 
lymphoid  response,  but  in  instances  of  natural  immunity  the  phe- 
nomenon is  similar  to  that  seen  in  artificially  induced  immunity, 
though  the  period  of  rise  is  often  delayed  for  several  days  or  a 
week. 

The  lymphoid  crisis  is  not  merely  an  accompanying  factor  in  the 
immune  period ;  it  is  essential  to  the  process.  This  is  demonstrated 
by  the  fact  that  destruction  of  the  lymphocytes  by  x-ray  is  accom- 
panied by  the  loss  of  natural  or  induced  resistance  to  the  growth 
of  inoculated  cancer. 

The  polymorphonuclear  cells  show  a  tendency  to  increase  in  the 
animals  with  growing  tumors,  but  further  study  will  be  necessary 
before  any  conclusions  regarding  them  can  be  drawn. 
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THE  NUMERICAL  LAWS  GOVERNING  THE  RATE  OF 
EXCRETION  OF  UREA  AND  CHLORIDES  IN  MAN.^ 

I.     An  Index  of  Urea  Excretion  and  the  Normal  Excretion 
OF  Urea  and  Chlorides. 

By  franklin  C.  McLEAN,  M.D. 

(From  the  Hospital  of  The  Rockefeller  Institute  for  Medical  Research,) 

Plates  27  and  28. 

(Received  for  publication,  April  7,  191 5.) 

That  excretion  of  at  least  certain  substances  is  carried  on  by  the 
kidneys  according  to  definite  laws,  capable  of  numerical  expression, 
was  shown  first  for  urea  by  Ambard,  who  formulated  these  laws  in 
a  form  known  as  Ambard's  coefficient,  and  demonstrated  the  rela- 
tive constancy  of  the  formula  (i).  Similar  laws  were  formulated 
by  Ambard  and  Weill  (2)  for  the  excretion  of  chlorides.  In  a 
later  book  Ambard  (3)  reviews  the  results  obtained  by  other  workers 
in  the  field,  and  applies  similar  laws  to  the  excretion  of  water  and 
of  glucose. 

Ambard's  work  has  attracted  attention  among  French  clinicians, 
who  have  used  his  coefficient  as  a  means  of  estimating  renal  func- 
tion. His  conclusions  have  been  criticized  by  writers  in  this  country 
on  the  ground  that  he  used  the  inaccurate  hypobromite  method  for 
determination  of  urea  in  both  blood  and  urine,  but  his  critics  have 
failed  to  repeat  his  observations  with  more  accurate  methods. 

Using  the  methods  devised  in  Folin's  laboratory  for  the  estima- 
tion of  urea  in  blood  and  urine  we  have  previously  (4)  shown  the 
relative  constancy  of  the  Ambard  formula  for  urea  in  normal  indi- 
viduals.    We  now  present  the  results  of  a  much  larger  series  of 

1  Preliminary  reports  of  the  work  here  presented  have  appeared  in  Am.  Jour, 
Physiol.,  1914-15,  xxxvi,  357;  Proc.  Soc.  Exper.  Biol,  and  Med.,  1915,  xii,  164; 
Med.  Record,  191 5,  Ixxxvii,  624. 
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dbservations  on  urea  and  sodium  chloride  excretion  in  individuals 
with  normal  excretion. 

Ambard's  Laws. 

Ambard's  first  experiments  were  with  dogs.  He  found  that  when  the  con- 
centration of  urea  in  the  urine  is  constant  the  rate  of  excretion  varies  directly 
as  the  square  of  the  concentration  of  urea  in  the  blood.  His  first  law  thus 
formulated  is : 

(Urea  hi  blood)«       ^  Urea  In  blood  ^ 

—  Constant,  or    .  ■  Constant 


Rate  of  excretion  '       V  Excretion  per  unit  of  time 

(when  concentration  in  urine  is  constant). 

Secondly,  he  found,  by  comparing  different  experiments  in  which  the  con- 
centration of  urea  in  the  blood  was  the  same,  that  the  rate  of  excretion  then 
varied  inversely  as  the  square  root  of  the  concentration  in  the  urine ;  t.  e., 


Rate  of  excretion  I        VConcentration  II 
Rate  of  excretion  II  "  VConcentration  I  ' 

This  may  also  be  expressed 


Rate  I  VConcentration  I  -  Rate  IlVConcentration  II 

or,  in  other  words,  when  the  blood  urea  remains  constant  the  rate  times  the 
square  root  of  the  concentration  in  the  urine  remains  constant  Introducing  this 
factor  into  the  first  law  we  have 

Urea  in  blood  ^ 

—  Constant. 


VRate  of  excretion  ^Concentration  in  urine 

This  was  shown  to  hold  true  for  the  same  animal  or  for  the  same  individual,  or 
for  animals  or  individuals  of  the  same  or  nearly  the  same  weight  For  indi- 
viduals of  diflFerent  weight  it  became  necessary  to  introduce  a  further  modifica- 
tion, in  order  to  make  all  individuals  comparable.  This  modification  is  based 
on  the  assumption,  supported  by  the  results  of  experiment,  that,  other  factors 
remaining  constant,  the  rate  of  excretion  varies  directly  with  the  weight  of 
the  individual.  One  assumes  that  the  amount  of  active  kidney  tissue  and  the 
circulation  of  blood  through  the  kidneys  vary  directly  with  the  weight  This 
may  be  expressed  as 

Rate 

"  Constant  (other  factors  remaining  constant). 


Weight 

Introducing  this  correction  into  the  previous  formula,  we  have 
Concentration  of  urea  in  blood 


=  Constant. 


V~7-m  VConcentration  in  urine 
Weight 

This  formula  expresses  all  of  Ambard's  laws  in  the  simplest  form.    In  order  to 
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standardize  the  formtila  for  use  in  human  subjects,  it  was  expressed  by  Ambard 
as  follows: 

Ur 


V 


^  ^  Wt  ^  \25 


=  K  (constant). 


Ur  =  gm.  of  urea  per  liter  of  blood. 
D  =  gm.  of  urea  excreted  per  24  hours. 
Wt  =  weight  of  individual  in  kilos. 
C  :=  gm.  of  urea  per  liter  of  urine. 

This  formula  is  known  as  Ambard's  coefficient,  and  the  value  obtained  for  K 
by  Ambard  and  Weill  in  normal  human  subjects  ranged  between  0.060  and  0.070. 
We  have  found  the  normal  variations  to  be  somewhat  greater,  and  have  found 
the  usual  normal  to  be  about  0.080.  The  difference  in  the  value  of  the  constant 
is  probably  due  to  the  more  accurate  method  used  for  determination  of  urea. 
In  Table  I  will  be  found  the  results  of  a  larger  series  of  observations  in  indi- 
viduals with  normal  excretion. 

The  introduction  of  a  standard  weight  of  70  kilos,  a  standard  concentration 
of  25  gm.  per  liter,  and  the  expression  of  rate  of  excretion  as  the  rate  per  24 
hours  are  purely  arbitrary,  and  can  not  affect  the  general  relationship  between 
the  variable  factors.  When  these  arbitrary  factors  are  kept  constant,  they,  in 
conjunction  with  the  constant  relationship  between  the  four  variable  factors, 
tend  to  keep  K  constant,  and  the  actual  numerical  value  of  K  is  determined  by 
these  arbitrary  additions  to  the  formula.  All  the  observations  of  the  French 
school  are  based  on  the  formula  as  thus  stated. 

Ambard  and  Weill  also  applied  laws  to  the  excretion  of  sodium  chloride  in 
human  subjects.  They  found  that  the  same  general  laws  were  applicable,  with 
the  important  exception  that,  while  excretion  of  urea  occurs  no  matter  how  low 
its  concentration  in  the  blood  falls,  there  is  a  threshold  for  chloride  excretion, 
and  when  the  concentration  in  the  plasma  falls  below  this  threshold  value, 
excretion  of  chloride  practically  ceases.  In  view  of  the  fact  that  there  is  a  wide 
difference  in  chloride  content  of  the  corpuscles  and  plasma,  plasma  alone,  as  the 
fluid  part  of  the  blood,  has  been  studied.  Ambard  and  Weill,  partly  by  direct 
experiment  and  partly  by  plotting  curves,  established  the  normal  threshold  value 
for  sodium  chloride  as  5.62  gm.  per  liter  of  plasma.  Therefore  the  sodium 
chloride  above  5.62  gm.  per  liter  determines  the  rate  of  excretion,  and  the  law 
may  be  expressed  as  for  urea, 

Excess  NaCl  over  5.62  gm.  per  liter  of  plasma 


VNaCl  in  24  hrs.  /  ,  ^. ;; - 
„,,  .  ,  .. VNaCl  per  liter  of  i 
Wt.  m  kilos 


Constant. 


For  practical  use  it  appears  best  to  calculate  the  plasma  sodium  chloride  from 
the  rate  of  excretion,  and  to  compare  the  calculated  concentration  with  that 
actually  found.  The  formula,  as  derived  with  the  use  of  values  actually  found 
for  the  constant  in  the  above  formula,  reads 

r 


5.62+ A/ -. 

^         79.33 

(The  symbols  have  the  same  meaning  as  in  the  urea  formulas.) 


Plasma  NaCl 

'     "        79.33 


Digitized  by 


Google 


Franklin  C.  McLean.  215 

Xhis,  in  its  simplest  form,  reads 

_,  ^T  ^,  ^     1    -»  /Gm.  NaCl  per  24  hrs.  VGm.  NaCl  per  liter  of  urine 

Plasma  NaCl  =  5-62  +  \/ —     ^  „, — ,    , .,      . 

y  4.23  X  Wt.  in  kOos 

The  constancy  of  this  formula  depends  on  two  factors:  (i)  the  constancy  of 
the  threshold,  and  (2)  the  constancy  of  the  rate  of  excretion  of  sodium  chloride 
above  the  threshold.  In  their  original  contribution  Ambard  and  Weill  (i,  2) 
believed  that  the  threshold  was  quite  constant  in  normal  individuals.  Later  they 
recognized  some  variation  in  the  threshold  in  normal  individuals,  though  this 
variation  seems  to  be  relatively  slight.  Assuming  that  the  laws  for  rate  of 
excretion  of  sodium  chloride  over  the  threshold  remain  constant  in  normal  indi- 
viduals, one  may  calculate  the  threshold  by  subtracting  the  calculated  excess 
from  the  sodium  chloride  actually  found  in  the  plasma,  and  our  figures  for  the 
variations  in  the  threshold  are  based  on  the  following  formula: 


Threshold  =  Plasma  NaCl  -  -  '  ^^^ 


-V: 


4.23  Wt 


This  formula  is  subject  to  error  if  the  rate  of  excretion  over  the  threshold  varies. 
We  have  not  found  that  the  urea  excretion  gives  any  basis  for  estimating  the 
rate  of  sodium  chloride  excretion,  and  accordingly  have  not  used  Ambard's  com- 
bined formula  for  calculating  the  threshold  of  sodium  chloride  excretion.  Our 
figures  on  the  threshold  are  only  to  be  regarded  as  approximate,  since  we  have 
so  far  no  means  of  recognizing  variations  in  rate  of  excretion  over  the  threshold. 
The  principles  of  the  laws  of  urea  and  chloride  excretion  may  be  illustrated 
in  a  very  simple  way.  If  we  imagine  a  vessel  into  which  water  flows  at  a  con- 
stant rate,  escaping  through  an  outlet  at  the  bottom,  the  water  will  seek  the  level 
in  the  vessel  at  which  the  pressure  is  such  that  the  rate  of  outflow  is  exactly 
equal  to  the  intake.  If  we  then  increase  or  decrease  the  rate  of  inflow,  the  level 
will'  change  to  meet  the  new  conditions.  The  change  in  level  of  the  fluid  in  the 
vessel  may  be  regarded  as  a  compensatory  change.  Under  physiological  condi- 
tions fluctuations  in  the  level  of  blood  urea  compensate  for  changes  in  the  rapidity 
of  formation  of  urea,  and  changes  in  the  level  of  chloride  in  the  plasma  compen- 
sate for  fluctuations  in  chloride  intake.  Under  pathological  conditions  changes 
in  the  level  of  urea  and  sodium  chloride  in  the  blood  also  occur  to  compensate 
for  changes  in  the  outlet,  in  the  form  of  diseased  kidneys.  In  the  case  of  chlo- 
rides the  outlet  of  the  vessel  must  be  considered  as  being  at  some  distance  from 
the  bottom,  and  in  such  a  case  only  the  level  of  fluid  above  the  outlet  would  play 
any  part  in  determining  the  rate  of  outflow,  which  would  cease  when  the  level 
of  fluid  fell  to  the  level  of  the  outlet.  Similarly,  only  the  chloride  above  the 
threshold  determines  the  rate  of  excretion,  which  practically  ceases  when  the 
threshold  value  is  reached. 

An  Index  of  Urea  Excretion. 

As  Ambard's  coefficient  expresses  changes  in  urea  excretion  by 
variations  in  the  value  of  K,  these  variations  must  be  expressed  on 
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an  arbitrary  scale.  Values  for  K  increase  directly  with  increase  in 
Ur,  other  factors  remaining  the  same.  Changes  in  K  then  reflect 
changes  in  the  blood  urea,  which  changes  occur  as  the  square  root  of 
changes  in  rate  of  excretion.  In  order  to  express  the  changes  in 
rate  of  excretion  in  a  manner  mathematically  correct  and  based  on 
a  scale  of  lOO  for  the  sake  of  comparison,  we  have  used  a  formula 
adapted  from  the  laws  of  Ambard,  which  we  have  called  an  index 
of  urea  excretion.  An  index  of  lOO,  corresponding  to  a  value  for 
Ambard's  coefficient  of  0.080,  is  the  standard  normal  index,  and 
variations  are  expressed  directly  in  terms  of  the  normal.  Thus,  an 
index  of  50  indicates  a  rate  of  excretion  50  per  cent  of  nomial 
under  the  conditions  of  concentration  in  the  blood  and  urine.  The 
index  is  based  on  a  standard  normal  Ambard's  coefficient  of  0.080. 
The  actual  normal  variations  in  the  index  are  shown  in  Table  I. 
The  derivation  of  the  index  is  as  follows  : 

T    ,  (Rate  of  excretion  found)  ^^ 

Index  =  -^-TSi — 2 — 1 i — r^  X  100 

(Standard  normal  rate) 

(under  the  same  conditions  of  weight,  and  concentration  in  blood  and  urine). 

From  the  laws  of  Ambard : 

Similarly  2)       0.080  —  .        .'.  Normal  rate  —  (  • — —  )  . 

■VNormalrate  V  0.080/ 

C-V 

Thereforea)  ^^ 7^f4  "  (^V- 

Normal  rate       /    Ur    y       \    K    / 

\  0.080  / 

,    V  ^    ,  ^  /0.080  V       /0.80V 

and  4)  Index  =  lOO  X  (  -^-  J    =  I  "^  )  • 

Substituting  for  K  (Ambard's  coefficient)  and  simplifying, 


-    -      (jm.  urea  per  24  hrs.  VGm.  urea  per  liter  of  urine  X  8.96 

""  Wt.  in  kilos  X  (Gm.  urea  per  liter  of  blood)  2 

When  K  =  0.080,  the  standard  normal,  I  (index  of  urea  excretion)  =  lOO. 

In  this  form  the  index  offers  a  means  of  measuring  the  rate  of 
excretion,  under  the  conditions  found  at  any  given  time,  directly  in 
terms  of  the  normal,  and  does  not  require  the  use  of  an  empirical 
scale  for  comparison  of  pathological  cases  with  the  normal. 
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Normal  Excretion  of  Urea  and  Sodium  Chloride. 
Methods  for  Observation. 

Collection  of  Specimens. — Short  periods  are  preferable  for  obser- 
vation. By  collecting  the  urine  over  a  given  period  and  withdraw- 
ing blood  at  the  middle  of  the  period,  the  blood  sample  may  be  as- 
sumed to  represent  the  average  for  the  period.  If  no  food  or  water 
is  taken  during  the  period,  and  the  period  is  not  too  soon  after  a 
heavy  meal,  the  rate  of  excretion  during  the  period  will  remain 
practically  constant.  We  have  taken,  as  a  rule,  a  period  of  72 
minutes,  during  either  the  forenoon  or  afternoon.  One-half  hour 
before  the  period  the  subject  drinks  150  to  200  cc.  of  water,  and 
takes  no  more  fluid  or  food  uhtil  the  observation  period  is  ended. 
At  the  beginning  of  the  period  the  bladder  is  emptied.  36  minutes 
later  about  10  cc.  of  blood  are  taken  from  an  arm  vein  into  a 
dry  tube  containing  about  100  mg.  of  powdered  potassium  oxalate, 
and  mixed  with  the  oxalate  to  prevent  clotting.  At  the  end  of 
72  minutes  after  the  bladder  was  first  emptied,  the  specimen  of  urine, 
representing  the  total  amount  secreted  during  the  72  minute 
period,  is  collected,  carefully  measured,  and  used  for  analysis. 
A  72  minute  period  is  chosen  since  it  is  one-twentieth  of  24 
hours,  and  the  calculation  to  24  hours  is  made  somewhat  easier. 
It  should  be  remembered  that  the  expression  of  rate  of  excretion  on 
the  basis  of  24  hours  need  bear  no  relation  to  the  amount  actually 
excreted  in  24  hours.  The  rate  is  actually  determined  for  the 
shorter  period,  and  calculated  to  24  hours  as  a  standard  period  on 
which  to  base  all  results. 

Methods  for  AncUysis. — ^Very  accurate  analyses  are  necessary, 

when  one  desires  to  determine  a  quantitative  relationship  such  as  is 

here  described.     The  urea  content  of  whole  blood^  and  urine  are  at 

present  determined  by  the  use  of  urease,  the  specific  enzyme  of  soy 

bean  adapted  to  quantitative  determinations  of  urea  by  Marshall 

(S)-    We  have  used  the  permanent  preparation  of  urease  described 

by  Van  Slyke  and  Cullen,  and  the  procedure  advised  by  them  (6). 

This  method  is  capable  of  great  refinement,  and  gives  very  accurate 

results  when  carefully  controlled.     Urine  determinations  are  always 

*The  urea  content  of  whole  blood  is  slightly  lower  than  that  of  plasma. 
Whole  blood  is  always  used. 
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accompanied  by  determinations  of  preformed  ammonia,  and  the 
figure  for  urea  plus  ammonia  is  thus  corrected.  Duplicate  analyses 
of  blood  are  of  advantage  when  a  sufficient  amount  of  blood  is  at 
hand,  but  with  careful  technique  are  hardly  necessary.  Duplicate 
analyses  on  urine  are  unnecessary.  One  must  carefully  control  the 
activity  of  the  enzyme  used,  by  the  method  for  standardizing  it  de- 
tailed by  Van  Slyke  and  Cullen;  since  if  the  activity  is  below  the 
specified  standard,  the  enzyme  may  fail  to  decompose  all  urea  present 
in  the  time  allowed.  Reagents  contaminated  with  ammonia  must, 
of  course,  be  avoided. 

After  removing  the  portion  of  whole  blood  for  urea  determina- 
tion, the  remainder  is  centrifugalized  at  high  speed  to  throw  down 
all  corpuscles,  and  the  plasma  is  pipetted  off.'  The  total  chlorides 
of  both  plasma  and  urine  are  then  determined  and  calculated  as 
sodium  chloride.  For  plasma  we  have  used  the  method  recently 
described  by  the  author  and  Van  Slyke  (7).  By  this  method  ac- 
curacy within  I  per  cent  may  be  obtained  with  2  cc.  of  plasma,  and 
duplicate  analyses  are  rarely  necessary.  When  the  plasma  is  al- 
lowed to  stand  in  contact  with  the  cells  there  is  a  slight  tendency  for 
plasma  sodium  chloride  to  diffuse  into  the  cells.  As  will  be  seen 
by  the  following  figures,  this  change  occurs  very  slowly  and  it  is 
necessary  only  to  centrifugalize  within  two  to  three  hours  to  avoid 
this  danger.  We  have  usually  centrifugalized  within  an  hour  after 
the  blood  was  drawn. 


EjBfect  of  the  Time 

of  Separation  of  Plasma  from  Cells 
Content  of  Plasma. 

on  the  Chloride 

Plasma  separated  from  red  cells  by  centrifuge. 

At  once.                                  .  _ 
NaCl  per  liter.                            '^«*' 

NaCl  per  liter. 

Sample  I 

II 

gm. 
6.II 
595 
5.99 
5.89 
6.13 

hrs. 
3 
3 
4 
4 

24 

gm. 
6.09 
5.97 
599 
5.88 
6.07 

Ill 

"       IV 

••       V 

Urine  chlorides  are  determined  by  a  modified  Volhard  titration. 
Titration  of  the  excess  silver  with  ammonium  sulphocyanate  is  per- 
*  Serum  of  clotted  blood  is  never  used. 
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formed  in  the  presence  of  the  silver  chloride  precipitate  and  of  5  per 
cent  nitric  acid,  after  five  minutes  have  been  allowed  for  complete 
precipitation  of  the  chloride.  With  this  method  removal  of  the 
proteins  is  unnecessary,  as  has  been  shown  by  Bayne- Jones  (8), 
and  results  are  uniformly  accurate  to  within  0.2  of  a  gram  per  liter, 
which  is  sufficient  for  the  present  purposes. 

From  the  urea  and  chloride  determinations  the  values  obtained 
are  substituted  in  the  proper  formulas  as  described. 

The  administration  of  water  before  the  period  is  in  order  to  pre- 
vent apparent  retention  due  to  dehydration  of  the  organism.  If  a 
fair  amount  of  urine  is  thus  obtained  one  need  never  obtain  results 
in  normal  individuals  simulating  those  in  subjects  actually  re- 
taining urea.  Apparently  sodium  chloride  is  still  less  dependent 
on  water  intake  than  urea.  Diet,  especially  as  regards  chloride  and 
nitrogen  intake,  is  unimportant  from  the  standpoint  of  the  observa- 
tions, as  the  formulas  are  independent  of  the  intake.  It  is  there- 
fore unnecessary  to  put  an  individual  on  a  standard  weighed  diet  in 
order  to  obtain  comparable  observations. 

Calculation, — The  substitution  of  values  found  by  analysis  in  the 
formulas  and  the  calculation  of  the  formulas  is  in  itself  a  consid- 
erable task  if  the  ordinary  arithmetical  processes  are  used.  Log- 
arithms are  of  advantage,  but  they  are  also  laborious.  To  simplify 
the  process  of  calculation,  and  thereby  reduce  both  the  labor  and  the 
chances  of  error,  a  slide-rule  has  been  adapted  to  the  formulas. 
By  the  use  of  this  device  it  is  not  even  necessary  to  remem- 
ber the  formulas;  the  whole  calculation  becomes  a  matter  of 
only  a  few  seconds,  and  is  purely  mechanical.  Figs,  i  and  2  show 
the  rule  as  adapted  to  the  calculation  of  both  urea  and  sodium  chlo- 
ride formulas.  It  is  the  usual  form  of  ten  inch  slide-rule,  with  the 
addition  of  certain  scales  and  indices.  The  manipulation  is  quite 
simple  and  rapid,  requiring  no  knowledge  of  the  mathematical  prin- 
ciples involved  in  the  formulas.* 

*  The  rule,  with  directions  for  use,  may  be  obtained  from  Keuffel  and  Esser 
Co.,  127  Fulton  Street,  New  York. 

The  same  rule  is  adaptable  to  all  problems  of  multiplication  and  division,  and 
is  of  great  service  in  all  laboratory  calculations. 
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The  Excretion  of  Urea. 

Table  I  includes  all  observations  made  on  urea  excretion  in  normal 
individuals,  including  those  previously  reported  by  McLean  and 
Selling  (4).  This  table  also  includes  observations  made  in  a  few 
hospital  patients  with  normal  excretion  and  selected  for  this  pur- 
pose. It  does  not  include  a  much  larger  series  of  observations  made 
in  hospital  patients  in  whom  the  urea  figures  fell  within  normal  limits, 
but  who  could  not  be  properly  classified  as  patients  with  normal 
kidneys.  The  patients  utilized  were,  for  the  most  part,  cases  with 
heart  lesions,  fully  compensated,  without  signs  of  renal  involvement, 
and,  except  where  specified,  not  under  the  influence  of  drugs.  These 
cases,  in  conjunction  with  those  strictly  normal,  furnish  a  basis  of 
comparison  for  study  of  patients  with  abnormal  excretion. 

Discussion  of  Table  L — As  will  be  seen,  we  have  calculated  in 
each  case,  in  addition  to  the  index  of  urea  excretion,  the  two  for- 
mulas 

Ur 


V^.Vc 


As  stated  above,  the  latter  formula  expresses  the  laws  of  Ambard 
in  the  simplest  form,  without  distortion  by  addition  of  the  constants 
used  in  Ambard -s  coefficient;  and  we  have  used  this  formula  as  a 
test  of  the  validity  of  the  laws  and  the  constancy  of  the  normal  re- 
lationship. A  great  part  of  the  apparently  considerable  variation 
in  the  index  is  due  to  the  construction  of  the  formula,  in  that  the 
index  varies  directly  with  one  factor  in  the  law;  i.  e,,  with  the  rate 
of  excretion.  To  show  the  actual  deviation  from  the  law  we  have 
adopted  0.30  as  a  normal  value  for 

Ur 


V^ 


5-Vc 


corresponding  to  an  index  of  loo,  and  have  tabulated  the  percent- 
age variation  from  the  law  as  expressed  in  this  way.  Deviations 
where  the  rate  of  excretion  is  greater  than  that  corresponding  to 
the  standard  value  of  0.30  are  indicated  by  +,  those  less  by  — . 
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TABLE  I.* 

The  Relation  of  the  Rate  of  Urea  Excretion  to  Concentration  in  Blood  in  107 

Observations  in  Individuals  with  Normal  Excretion,  Arranged  according 

to  Concentration  of  Urea  in  the  Blood, 

Index  of  urea  excretion  calculated  from  the  formula, 
U;  -  -      ^^  inkilos  X  (BIood"ufea)  2 


Urea. 

!U 

.u 

III 

0 
z 

i 

1 

1 

|i 

^1 

1 

II 

V 

X 

D 

> 

X 

oi 

kiios 

u. 

percent 

I 

v,s 

May    5 

72.0 

2.300 

O.191 

7.85 

18.0 

170 

0.84 

0.23 

+23 

2 

F,CM... 

"       5 

80.0 

1,760 

0.206 

13.1 

23.0 

220 

1.02;    0.21 

+30 

3 

P.CM,,, 

"       5 

80.0 

2.560 

0.206    9.5 

24.3 

196   0.97 

0.21 

+30 

4  A.R,D... 

"        5 

67.0 

1.560 

0.206  10.6 

16.6 

170 

0.90 

0.23 

+23 

5 

F,C,M,., 

"      17 

81.6 

2.800 

0.211  lO.I 

28.2 

220 

1.05 

0.20 

+33 

6 

E.S 

"      19 

86.0 

1.125 

0.212 

19.75 

22.2 

228 

1.07 

0.20 

+33 

fF.CM... 

Apr.     7 

77.2 

860 

0.214 

21.0 

18.0 

108 

1.03 

0.21 

+30 

8  E,S 

May  19 

86.0 

1.295 

0.220 

14.4 

18.7 

153 

0.91 

0.24 

+20 

9  F.Clf... 

Jan.   20 

80.0 

1.073 

0.221 

18.14 

19.45  190 

1.02 

0.22 

+27 

lOi  V.S 

May    s 

72.0 

5.100 

0.224 

3.82 

19.S 

95 

0.73 

0.31 

-  3 

11  D.A.P.,. 

Apr.     8 

60.0 

1.900 

0.225 

8.35 

15.9  136 

0.88 

0.25 

+16 

12  V.S 

May  18 

72.0 

736 

0.228 

16.8 

12.4 

122 

0.84 

0.27 

+  10 

13  V.S 

"     18 

72.0 

600 

0.232 

13.62 

8.17 

70 

0.65 

0.36 

—20 

14;  2.313. . . . 

! 

Jan.   22 

67.0 

1.150 

0.232 

11.5 

13.2 

IIO 

0.82 

0.28 

+  7 

Neuras- 
thenia. 

IS  R^.S. .  . 

Apr.  10 

70.0 

1. 150 

0.235  21.0 

24.2 

255 

1.26 

0.19 

+37 

16  F.Clf... 

May    4 

80.0 

3.400 

0.254 

9.2 

31.2 

164 

1.09 

0.23 

+23 

17  F.C.lf... 

••       6 

77.2 

4.248 

0.256 

8.0 

31.2 

157 

1.07 

0.24 

+20 

18  AJd,C.. . 

•*      19 

68.2 

1. 125 

0.261 

II. I 

28.7 

175 

1. 18 

0.22 

+27 

19  2.333.  ■ . . 

Apr.     s 

72.2 

1. 120 

0.266 

16.4 

18.4 

130 

I.OI 

0.26 

+13 

Aortic 
regurgi- 
tation. 

20  H.T.C.. . 

Mar.  19 

65.0 

1.282 

0.266 

17.94 

23.0 

190 

1.21 

0.22 

+27 

21  2.333... 

I 

68.4 

920 

0.276  14.9 

13.7 

91 

0.88 

0.31 

-  3 

22  AM.C. 

May  19 

68.2 

4.850 

0.280   6.15 

29.8 

123 

1.04 

0.26 

+13 

23  2.316 

1 

1 

Feb.  16 

73.2 

1. 000 

0.286 

16.42 

16.42 

100 

0.95 

0.30 

0 

Aortic 
regurgi- 
tation. 

24  2.321.... 

Apr.     5 

60.2 

3.840 

0.286 

7.2 

27.7 

134 

I. II 

0.26 

+13 

Heart 
block. 

25  2.333. . . . 

9 

73.0 

4.800 

0.286 

7.85 

37.6 

159 

1.20 

0.24 

-1-20 

261  F.C.lf... 

Mar.  18 

80.0 

1.380 

0.286 

19.15 

26.5 

159 

1.20 

0.24 

+20 

27J  2.321.... 

Apr.     I 

60.0 

1.380 

0.296 

15.1 

20.8 

138 

1.16 

0.26 

+  13 

Heart 
block. 

28'  2.365. . . . 

May    s 

59.8 

1.900 

0.296 

10.9 

20.6 

116 

1.07 

0.28 

+    7 

Aortic 
regurgi- 
tation. 

29  H.Kji,. . 

Apr.     8 

60.0 

700 

0.298121.0 

14.7  .114 

1.06 

0.28 

+  7 

*  Those  with  initials  italicized  were  healthy  normal  adults.    The  numbers  are 
hospital  records. 
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TABLE  I,— Continued. 

Urea. 

IS* 

^ 

i 

1^ 
1  ^ 

i  ^. 

ill 

i 

0=3 

1 

1j 

Is 

•"8 

1 

kilos 

cc. 

percent 

30 

F.C.M... 

Oct. 

6 

78.0 

1,120 

0.298 

22.3 

25.0 

153 

1.23 

0.24 

+20 

31 

F.C.M.  . . 

June 

I 

77-2 

72o!o.299i20.7 

14.7 

87 

0.93 

0.32 

-  7 

32 

2,365 

May 

4 

59.8 

1.460 

0.301 

12. 1 

17.7 

102 

1.02 

0.30 

0 

33 

2.365.... 

*• 

27 

65.2 

1.940 

0.304 

14.3 

27.7 

155 

1.26 

0.24 

+20 

34 

A.T.D... 

" 

29 

80.0 

1.580 

0.305 

19.5 

30.8 

164 

1.38 

0.24 

+20 

35 

2.313  .... 

Feb. 

18 

66.2 

2.050 

0.309 

9.85 

20.2 

89 

0.98 

0.31 

-  3 

36 

2.333  .• . . 

Apr. 

30 

72.2 

1.860 

0.316 

18.0 

33.5 

176 

1.40 

0.23 

+23 

37 

£.5 

Mar. 

19 

90.0 

730 

0.316 

28.0 

20.5 

IIO 

1. 10 

0.129 

+  3 

38 

2,247.... 

Dec. 

21 

62.2 

1.343 

0.316 

13.25 

17.8 

93 

1.02 

0.31 

-  3 

Multiple 
sclerosis. 

39 

2,183 

Nov. 

17 

67.1 

1,690 

0.316 

13.47 

22.75ilI2 

1. 12 

0.28 

+  7 

Chronic 
arthritis. 

40 

H.K.A... 

June 

5 

60.0 

2,400 

0.321 

8.2 

20.9        87 

1. 00 

0.32 

-  7 

41 

2.333 

Apr. 

20 

73.6 

1.240 

0.321 

18.85 

23.35  120 

1. 17 

0.27 

+10 

42 

L.S 

" 

7 

55.0 

1.330 

0.321 

13.3 

17.55  100 

1.07 

0.30 

0 

43 

R.A.S.... 

May 

5 

70.0 

3.720 

0.321 

8.1 

29.3 

104 

1.09 

0.29 

+  3 

44 

F.C.M... 

•* 

21 

77.2 

816 

0.321 

24.8 

20.1 

112 

1.14 

0.28 

+  7 

45 

F.C.M... 

" 

II 

77.2 

2.000 

0.321 

13.9 

27.8 

118 

1.16 

0.28 

+  7 

46 

2.334.  ... 

Dec. 

17 

37.2 

1.380 

0.324 

10.7 

14.8 

112 

1. 14 

0.28 

+  7 

Mitral 
stenosis. 

47 

2.365.... 

May  26 

65.2 

4.100 

0.324 

7-3 

30.0 

106 

I. II 

0.29 

+  3 

48 

P 

'* 

18 

91.0 

1.280 

0.325 

20.0 

25.6 

108 

1. 12 

0.29 

+  3 

49 

2.333... 

Apr. 

16 

73.0 

1.440 

0.326 

22.2 

32.0 

174 

1.43 

0.23 

+23 

50 

2,364... 

20 

46.6 

1.285 

0.326 

16.85 

21.6 

160 

1.38 

0.24 

+20 

Exoph- 
thalmic 
goitre. 

51 

2,236 

Jan. 

4 

71.6 

1. 180 

0.326 

17.33 

20.45;  100 

1.09 

0.30 

0 

Aortic 

stenosis. 

52 

2.365.... 

May 

13 

61.0 

1.700 

0.326 

11.7 

19.9 

94 

1.06 

0.31 

-  3 

Aortic 

regurgi- 

tation- 

53 

2,316 

Jan. 

27 

71.0 

1,620 

0.328 

15.7 

25.5 

no 

1.20 

0.27 

+  10 

54 

2.365.... 

Mar. 

8 

59.0 

462 

0.330 

27.0 

12.5 

91 

1.06 

0.31 

-  3 

55 

2,316 

Apr. 

I 

76.2 

900 

0.336 

20.6 

18.4 

87 

1.05 

0.32 

-  7 

56 

2.333. ... 

Mar. 

8 

69.0 

1.760 

0.336 

17.45 

30.7 

147 

1.36 

0.25 

+  16 

57 

2.098.... 

Dec. 

I 

71.0 

870 

0.336 

20.4 

17.75 

90 

1.06 

0.32 

-  7 

Auricu- 
lar  fibril- 
lation. 

58 

F.C.M .. . 

Apr. 

28 

80.0 

1.240 

0.341 

18.7 

23.2 

96 

1. 12 

0.30 

0 

59 

C.A.L.  .  . 

May 

12 

84.0 

1. 000 

0.342 

19.6 

19.6 

80 

1.02 

0.34 

-13 

60 

A.A.G.  .. 

*• 

15 

64.0 

3.500 

0.342 

11.9 

41.9 

172 

1.50 

0.23 

+23 

61 

P 

" 

18 

91.0 

1,300 

0.343 

17.4 

22.7 

80 

1.02 

0.34 

-13 

62 

2,316.... 

Mar. 

25 

77.0 

1.880 

0.346 

14.6 

27.5 

102 

1. 17 

0.30 

0 

63 

2,316.... 

Apr. 

9 

76.8 

2.240 

0.346 

14.9 

33.3 

126 

1.30 

0.27 

+  10 

64 

2.333.... 

Mar. 

29 

71.0 

2.080 

0.346 

15.8    32.9 

138 

1.36 

0.25 

+16 

65 

2.375.... 

Nov. 

3 

36.2 

680 

0.350 

17.1511.67    98 

1.16 

0.30 

0 

Mitral 

stenosis. 

66 

L.S 

May 

19 

55.0 

1.056 

0.353 

24.8    26.3 

171 

1.54 

0.23 

+23 

67 

2,316 

Mar. 

8 

75.2 

3.280 

0.356 

8.88,29.1 

84 

1.07 

0.33 

—  10 

68,  2.316 

" 

29 

76.8 

1.510,0.356118.0527.3 

108 

1.23 

0.29 
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Urea. 

Q 

1 

1 

1 

|i 

X 

u 

X 

«ls 

i 

0=3 

ii 

8 

1 

• 

kilos 

cc. 

percent 

69 

2,316 

Jan.   15 

73.0 

1. 190 

0.356 

20.7 

24.7 

108 

1.24 

0.29 

+  3 

70 

2.333  .  .  . 

Feb.     7 

66.8 

3.040 

0.356 

12.32 

37.4 

138 

1.37 

0.26 

+13 

71 

2.098 

Oct.   26 

71.0 

1.680 

0.358 

13.68 

22.9 

85 

1.09 

0.33 

—  10 

72 

AM.C  .. 

May    6 

67.5 

1,250 

0.361 

21.2 

26.5 

125 

1.34 

0.27 

+10 

73 

K,A,S,.. 

"        12 

70.0 

912 

0.363 

20.7 

18.8 

84 

I.IO 

0.33 

—  10 

74 

C.C 

Apr.   18 

72.0 

2.000 

0.363 

12.4 

24.8 

83 

1. 10 

0.33 

—10 

75 

H,K,A  . . 

June    4 

60.0 

1. 100 

0.363 

21.8 

23.9 

126 

1.37 

0.29 

+  3 

76 

F.CM  .  . 

Apr.  29 

77.2 

960 

0.363 

31.2 

29.3 

144 

1.46:    0.25 

+16 

77 

2.301 

Mar.  26 

55.0 

595 

0.366 

23.2 

13.8 

84 

I.IO 

0.33 

-10 

Post- 
pneu- 
monia. 

78 

L,S 

May  19 

55.0 

960 

0.385 

23.5 

22.4 

119 

1.40 

0.27 

+10 

79 

W.CM.. 

"      i8 

61.0 

2.800 

0.385 

11.9 

33.3 

112 

1.37 

0.28 

+  7 

80 

R.E.P. . . 

4 

66.0 

960 

0.385 

22.6 

21.6 

94 

1.25 

0.31 

-  3 

81 

H,U 

Apr.  18 

45.0 

750 

0.385 

20.1 

15.1 

91 

1.23 

0.31 

-  3 

83 

2.316 

Mar.  22 

76.8 

1.340 

0.386 

19.8 

26.5 

93 

1.24 

0.31 

-  3 

83 

C 

Jan.    10 

70.0 

860 

0.386 

25.6 

22.0 

96 

1.26 

0.31 

-  3 

84 

2,098 

Dec.  II 

73.0 

1.280 

0.388 

23.5 

30.0 

1X8 

I.4I    0.38 

+  7 

85 

2.333 

Mar.  27 

70.0 

1.480 

0.396 

22.8 

33.8 

132 

1.52 

0.26 

+  13 

86 

2.333... 

Jan.   27 

66.4 

1.580 

0.398 

15.1 

23.8 

80 

1. 18 

0.34 

-13 

87 

F.CM... 

May  28 

77.2 

2.424 

0.406 

25.2 

63.3 

224 

2.03 

0.20 

+33 

Urea  10 
gm. 

88 

A.T 

Apr.  12 

70.0 

1.520 

0.406 

22.3 

33.8 

125 

I.5I 

0.27 

+10 

89 

2.365.... 

Mar.    2 

59.0 

734 

0.406137.5 

27.S 

153 

1.69 

0.34 

4-20 

90 

2.365.... 

Jan.   28 

65.8 

960 

0.416 

33.35 

32.05 

140 

1.68 

0.35 

4-16 

91 

2.301 

Mar.  22 

53.0 

1,000 

0.416 

19.25 

19.25 

82 

1.36 

0.33 

—  10 

92 

2.333 

"     22 

70.8 

1,780 

0.427 

20.5 

36.6 

116 

1.53 

0.28 

+  7 

93 

R.A.S... 

May  25 

70.0 

1.872 

0.428 

23.1 

43.0 

144 

1.72 

0.25 

+16 

94 

A.T 

"     21 

70.0 

1,368 

0.428 

20.9 

20.0 

90 

1.36 

0.31 

-  3 

95 

L.S 

"     23 

55.0 

1,176 

0.428 

29.9 

23.7 

96 

1.40 

0.31 

-  3 

96 

2.365.... 

Mar.  15 

57.6 

680 

0.437 

29.6 

20.2 

90 

1.38 

0.32 

-  7 

97 

2.364. . . . 

"     31 

52.0 

1,275  0.437 

22.1 

28.1 

120 

1.59 

0.27 

+  10 

98 

A.T 

May  15 

70.0 

1.2000.449 

24.1 

28.6 

89 

1.43 

0.32 

-  7 

99 

H.K.A... 

"     22 

60.0 

988 

0.470 

24.8 

24.3 

83 

1.42 

0.33 

—  10 

100 

2,190 

Oct.   16 

53.2 

780 

0.470 

27.5 

21.5 

86 

1.45 

0.32 

-  7 

Heart 
block. 

lOI 

2.190 

"        5 

53.2 

2.48o|o.48o 

13.43 

33.3 

91 

1. 51:    0.33 

-  7 

102 

W.C.M.. 

May  II 

61.0 

31210.492 

31.0 

9.6 

33 

0.94     0.52 

-73 

103 

F.CM. . . 

*'      25 

77.2 

1.536 

0.513 

35.1 

52.6 

138 

3.01 

0.26 

+13 

Urea  10 

gm. 
Urea  10 

gm. 
Urea  30 

gm. 
Urea  30 

gm. 
Urea  10 

104 

A.T 

"     28 

70.0 

3.400 

0.513 

23.9 

81.3 

194 

2.38 

0.22 

+27 

105 

F.CM. . . 

"      18 

81.6 

5.400 

0.539 

15.7 

84.7 

122 

3.02 

0.27 

+  10 

X06 

F.CM. . . 

1 

"      18 

81.6 

4,320  0.542 

16.75 

72.5 

III 

1.90 

0.28 

+  7 

107  Cu4.I,... 

"      25 

84.0 

1 
1,1000.577 

31.6 

34.8 

63 

1.53 

0.38 

-37 

1 

1 

gm. 
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Examination  of  the  tables  shows  in  general  an  increase  in  the 
value  of 


4 


-xVc 


parallel  with  the  increase  in  the  concentration  of  urea  in  the  blood. 
The  result  of  this  parallelism  is  to  keep  the  formula 

Ur 


4 


Wt^  ^^ 


relatively  constant.  The  maximum  deviations,  tending  toward 
an  increase  in  rate  of  excretion,  nearly  all  fall  in  those  observations 
made  when  the  blood  urea  figure  was  below  0.300  gram  per  liter. 
In  this  group  a  number  of  individuals  show  an  index  of  200  or  more, 
corresponding  to  a  deviation  of  +33  per  cent  from  the  normal 
laws.     The  probable  reason  for  this  is  discussed  below. 

Particular  interest,  both  from  the  physiological  and  clinical  stand- 
point, attaches  to  the  observations  in  which  the  blood  urea  is  between 
0.300  and  0.500  grams  per  liter.  It  is  within  these  limits  that  a 
blood  urea  figure  may  be  quite  normal,  or  may  occur  with  retention. 
Within  these  limits  are  71  observations.  Of  these  71  observ^ations, 
52,  or  y^  per  cent,  lie  within  10  per  cent  of  the  standard  normal, 
corresponding  to  a  range  in  the  index  from  84  to  125.  69,  or 
97  per  cent,  come  within  a  range  of  25  per  cent  of  the  standard 
normal.  Of  the  two  outside  of  this  limit,  one,  previously  reported, 
had  apparent  retention  due  to  dehydration,  the  other  was  an  experi- 
ment following  the  administration  of  urea  by  mouth.  Out  of  the 
total  of  107  observations,  only  3  have  an  index  below  80.  Of  these, 
Nos.  13  and  102  are  directly  attributable  to  the  small  amount  of 
water  ingested  and  the  small  amount  of  urine  excreted,  and  such 
results  are  easily  avoided  in  normal  individuals  by  providing  a  suffi- 
cient amount  of  water  before  the  observation.  No.  107  followed 
ingestion  of  urea.  An  index  of  80  is  to  be  regarded  as  the  lowest 
limit  of  normality,  when  the  index  is  used  as  a  measure  of  renal 
function. 

Attention  should  be  called  to  the  conditions  following  the  in- 
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gestion  of  large  amounts  of  urea.  In  one  case  a  concentration  of 
0.52  of  a  gram  of  urea  per  liter  of  blood  was  attained  after  30 
grams  of  urea,  and  in  two  observations  the  index  was  quite  normal, 
the  rate  of  excretion  reaching  at  one  time  84.7  grams  of  iirea  per 
twenty-four  hours.  We  have  not  observed  a  concentration  of  urea 
in  the  blood  above  0.500  in  a  normal  individual  under  ordinary 
circumstances,  and  this  concentration  would  be  very  difficult  for  a 
normal  person  to  attain  without  ingestion  of  urea,  on  account  of 
the  very  rapid  rate  of  excretion  which  takes  place  when  the  concen- 
tration in  the  blood  approaches  this  level. 

Since  we  have  observed  blood  urea  figures  between  0.300  and 
0.500  about  thirty  times  in  perfectly  normal  individuals  under 
usual  conditions  of  diet,  etc.,  there  can  be  no  question  that  such 
figures  are  within  the  usual  range.  During  the  same  time  we  have 
found  the  blood  urea  below  0.300  only  twenty-three  times  in  the  same 
class  of  individuals.  Since  the  laws  of  excretion  hold  very  closely 
for  the  range  from  0.300  and  0.500  and  show  greater  deviations 
below  0.300,  it  appears  that  the  lower  figures  in  the  blood  are  due  to 
a  rate  of  excretion,  which,  while  not  in  any  sense  abnormal,  is  higher 
than  that  shown  by  the  majority  of  individuals.  These  figures 
occur  mainly  in  young,  active  adults.  It  should  be  noted  that  the 
variations  in  the  blood  urea  figure,  as  well  as  in  the  index,  are  as 
gfreat  for  single  individuals  as  they  are  for  all  normals. 

We  may  summarize  the  findings  regarding  normal  urea  excretion 
as  follows:  The  normal  concentration  of  urea  in  the  blood  varies 
from  about  0.200  to  0.500  grams  per  liter,  in  the  same  or  different 
individuals.  The  rate  of  excretion  is  determined  by  this  concentra- 
tion and  by  the  rate  of  water  output.  The  laws  given  above  hold 
closely  for  concentrations  of  urea  in  the  blood  between  0.300  and 
0.500  grams  per  liter,  and  somewhat  less  so  for  concentrations  below 
0.300,  the  tendency  in  the  latter  case  being  toward  a  higher  rate  of 
excretion.  Findings  simulating  those  of  urea  retention  are  easily 
avoided  by  providing  for  a  sufficient  output  of  urine,  by  adminis- 
tering water  before  the  period  of  observation. 
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Normal  Chloride  Excretion. 

Table  II  summarizes  the  results  obtained  from  observations  on 
chloride  excretion.  The  class  of  individuals  used  and  criteria  of 
selection  were  the  same  as  those  in  Table  I,  many  of  the  observations 
in  the  two  tables  being  made  simultaneously.  In  this  table  we  have 
arranged  the  observations  in  order  according  to  the  calculated  value 
of  plasma  sodium  chloride  from  the  formula  given,  and  have  com- 
pared in  each  case  the  concentration  actually  found.  The  difference 
is  expressed  as  +  or  — ,  according  to  whether  the  concentration 
actually  found  was  higher  or  lower  than  the  concentration  calculated 
from  the  rate  of  excretion.  We  have  also  calculated  the  threshold 
in  each  case,  i,  e.,  the  threshold  to  which 


4 


dVc 


4.23  X  wt 


being  added  will  give  the  concentration  actually  found  in  the  plasma. 
It  will  be  seen  that  on  the  whole  there  is  a  remarkably  close  agree- 
ment between  the  actual  and  calculated  plasma  sodium  chloride, 
and  this  agreement  is  usually  within  the  limit  of  error  in  determin- 
ing the  plasma  sodium  chloride.  The  threshold  is  therefore  very  con- 
stant at  about  5.62  grams  per  liter,  as  originally  stated  by  Ambard 
and  Weill.  The  actual  average  of  all  values  for  threshold  in  the 
table  is  5.61  grams  +.  A  certain  amount  of  deviation,  as  yet  un- 
explained, must  be  recognized.  The  maximum  variations  observed 
are  from  5.24  to  5.84  grams.  65  observations,  or  90  per  cent, 
are  within  a  range  of  5.52  to  5.72  grams.  50,  or  70  per  cent,  are 
within  range  of  5.57  to  5.67  grams,  or  within  range  of  experimental 
error  of  the  average  threshold  of  5.62  grams. 

The  deviations  from  the  threshold  have  occurred  mainly  in  young 
active  individuals.  It  has  been  a  striking  feature,  not  alone  in  the 
figures  presented,  that  hospital  patients  with  normal  excretion, 
leading  well  regulated  lives,  have  an  average  greater  degree  of  con- 
stancy in  the  chloride  threshold  and  excretion  than  strictly  normal, 
active  individuals. 

As  previously  mentioned,  Ambard  attributes  certain  changes  in 
the  threshold  to  the  relation  of  diet,  time  of  meals,  etc.     Table  III 
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shows  the  findings  from  observations  made  in  the  same  indi- 
viduals just  preceding  and  two  to  three  hours  after  a  heavy  noon 
meal.  This  table  includes  the  maximum  variations  in  the  threshold 
that  have  been  found,  in  both  directions.  Out  of  nine  observations, 
in  only  two,  Nos.  8  and  9,  is  there  evidence  of  any  appreciable 
change  in  the  threshold  between  the  morning  and  afternoon  periods. 
In  one  of  these  the  threshold  was  already  very  low  in  the  morning 
and  was  still  lower  in  the  afternoon.  In  No.  9  the  threshold  was 
apparently  raised  between  the  two  periods.  In  none  of  the  cases 
was  any  particular  attention  paid  to  diuretics,  most  of  the  subjects 
drinking  tea  with  the  noon  meal. 

The  individual  variations  in  the  chloride  threshold  and  excretion 
are  also  of  interest.  Table  IV  contains  the  results  of  numerous 
observations  made  in  the  same  individuals  and  shows  the  range  of 
variations  that  may  be  encotmtered  under  conditions  that  are  ap- 
proximately identical.  Nos.  i,  2,  3,  and  4  are  normal  individuals; 
5,  6,  and  7  are  cardiac  cases  with  full  compensation.  Nos.  5  and  7 
include  some  observations  in  subjects  under  the  influence  of  dig- 
italis ;  No.  6  includes  only  the  observations  made  when  the  patient 
w^as  not  under  the  influence  of  any  drugs.  Subject  i,  in  whom 
the  greatest  number  of  observations  was  made,  shows  the  maxi- 
mum variation.  There  was  a  tendency  toward  a  high  threshold  at 
most  times,  and  a  lowered  threshold  occurred  only  under  the  diuretic 
effects  of  large  doses  of  urea. 

A  comparison  of  the  chloride  results  with  the  blood  urea  figures 
and  the  index  of  urea  excretion  discloses  no  interrelationship  be- 
tween the  two  ftmctions.  Either  a  high  or  a  low  threshold  for 
chlorides  may  exist  coincidently  with  a  high  or  low  blood  urea  or 
high  or  low  index.  No  evidence  has  been  found  which  causes  us  to 
believe  that  the  normal  variations  in  chloride  and  urea  functions  are 
parallel.  The  degree  of  constancy  of  chloride  excretion  is  more 
striking  than  that  of  urea,  and  remains  so  in  the  presence  of  the 
maximum  variations  in  urea  function. 

The  findings  regarding  normal  chloride  excretion  may  be  sum- 
marized as  follows :  The  normal  and  usual  range  of  concentration 
of  chlorides  in  human  plasma  is  from  5.62  to  6.25  grams  of  sodium 
chloride  per  liter  or  higher,  according  to  the  amount  ingested.     On 
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the  excess  over  a  threshold  of  about  5.62  grams  per  liter  depends  the 
rate  of  excretion,  the  laws  governing  which  may  be  expressed 
numerically.  A  concentration  below  5.62  grams  per  liter  has  not 
been  observed  in  a  normal  individual. 

DISCUSSION. 

In  the  above  laws  for  both  urea  and  sodium  chloride  four  variable 
factors  are  considered ;  namely,  the  concentration  in  blood  and  urine, 
the  rate  of  excretion,  and  the  weight  of  the  individual.  Indirectly 
the  water  content  of  the  blood  is  considered;  inasmuch  as  it  in- 
fluences the  rate  of  water  output  and  thereby  the  concentration  of 
urea  or  sodium  chloride  in  the  urine,  and  the  rate  of  their  excretion. 
The  use  of  body  weight  in  the  formula  implies  that  the  amount  of 
blood  flowing  through  the  kidneys  in  a  given  time  is  relatively  con- 
stant per  kilo  of  body  weight,  and  also  that  the  amount  of  func- 
tionating kidney  tissue  is  in  direct  proportion  to  the  body  weight. 
That  the  factors  of  blood  flow,  etc.,  are  subject  to  variations  from 
time  to  time,  in  the  same  individual,  as  well  as  in  different  indi- 
viduals, can  not  be  doubted.  That  the  normal  variations  in  the 
laws  are  due  to  such  changes  can  not  at  present  be  shown,  but  it 
seems  that  if  these  factors  could  be  controlled,  the  degree  of  con- 
stancy might  be  much  higher.  Inasmuch  as  the  variations  in  dif- 
ferent individuals  of  far  different  weights  and  proportions  are  no 
greater  than  the  variations  in  the  same  individual  at  different  times, 
the  relation  of  body  weight  to  the  rate  of  excretion  seems  well  es- 
tablished. Body  temperature  has  been  shown  by  Ambard  to  be  of 
some  importance,  but  the  normal  variations  are  apparently  not  suf- 
ficient to  influence  the  rate  of  excretion.  That  such  a  number  of  pos- 
sible factors  influencing  a  physiological  process,  such  as  the  rate  of 
excretion  of  urea  or  sodium  chloride,  can  be  controlled  and  brought 
into  numerical  laws  which  show  a  high  degree  of  constancy  is  of 
great  importance  from  the  standpoint  of  normal  and  pathological 
physiology. .  It  suggests  that  many  of  the  so  called  vital  processes 
may  work  under  laws  as  definite  as  the  better  known  laws  of  physics. 
The  rate  of  flow  of  liquids  under  different  conditions  has  long  been 
subject  to  numerical  expression  by  the  laws  of  hydrostatics.     That 
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at  least  certain  functions  of  body  tissues  can  be  as  well  defined  now 
appears  probable. 

CONCLUSIONS. 

1.  The  excretion  of  urea  and  of  chlorides  in  the  normal  individual 
is  carried  out  according  to  definite  laws,  capable  of  numerical  ex- 
pression. 

2.  The  rate  of  excretion  of  urea  and  of  sodium  chloride  is  de- 
termined by  the  concentration  in  the  blood,  the  rate  of  water  output, 
and  indirectly  by  the  weight  of  the  individual. 

3.  The  threshold  of  sodium  chloride  excretion  is  practically  con- 
stant at  about  5.62  grams  of  sodium  chloride  per  liter  of  plasma. 
Slight  variations  in  the  threshold  occur  in  normal  individuals. 

4.  The  rate  of  excretion  of  urea  under  the  conditions  found  at 
any  time  can  be  measured  directly  in  terms  of  the  normal  by  an 
index  of  urea  excretion. 
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EXPLANATION  OF  PLATES. 

Figs.  I  and  2  show  a  slide-rule  adapted  to  calculation  of  urea  and  sodium 
chloride  formulas. 

Plate  27. 
Fig.  I.    I,  II,  and  III  show  the  calculation  of  the  urea  index. 

Example. 

Gm.  urea  excreted  per  24  hrs.,  D  =  20.0 
Gm.  urea  per  liter  of  urine,        C  =  ii.o 
Gm.  urea  per  liter  of  blood,    Ur=   0.330 
Body  weight  in  kilos,  Wt  =  55.0 

I.  55.0  on  Wt  scale  is  set  opposite  20.0  on  D  scale  (first  position). 
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II.  Hair  line  on  runner  is  moved  to  ii.o  on  C  scale  (second  position). 

III.  Slide  is  moved  so  that  3.30  on  Ur  scale  is  at  hair  line  on  runner  (third  position). 
Reading  is  now  made  at  the  arrow  which  points  to  scale  I  and  is  between  99.0 

and  100.0.    Therefore  the  index,  I,  is  loo.o. 

Plate  28. 
Fig.  2.    IV,  V,  and  VI  show  the  calculation  of  plasma  sodium  chloride. 

Example. 

Gm.  sodium  chloride  excreted  per  24  hrs.,  D  =  18.0 
Gm.  sodium  chloride  per  liter  of  urine,  C  =  9.0 
Body  weight  in  kilos,  Wt  =  40.0 

IV.  40.0  on  Wt  scale  is  set  opposite  18.0  on  D  scale  (first  position). 
V.  Hair  line  on  runner  moved  to  9.0  on  C  scale  (second  position). 

VI.  Constant  at  4.23  on  Wt  scale  moved  to  hair  line  on  runner. 
Reading  is  made  opposite  the  arrow  on  £  scale,  which  is  at  0.57. 
(Calculated  plasma  sodium  chloride  =  5.62  +  E  =  5.62  +  0.57  =  6.19. 
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EXTIRPATION  OF  THE  PINEAL  BODY. 

By  WALTER  E.  DANDY,  M.D. 

(From  the  Department  of  Surgery  of  Johns  Hopkins  University,  Baltimore,) 

Plates  29  to  36. 
(Received  for  publication,  May  21,  191 5.) 

The  pineal  body  until  recently  has  been  regarded  merely  as  a  very 
curious  vestigial  inheritance,  serving  in  the  chain  of  evolution  as  a 
reminder  of  a  far  distant  fimctioning  pineal  or  central  eye.  There 
seems  to  have  been  nothing  in  its  macro-  or  microscopic  appearance 
sufficiently  noteworthy  to  stimulate  the  especial  interest  of  either 
anatomists  or  physiologists.  Its  inaccessible  location  has,  perhaps, 
deterred  experimenters  from  undertaking  investigations  of  appar- 
ently so  little  promise. 

Tumors  of  the  pineal  had  not  infrequently  been  reported  by  path- 
ologists, but  there  was  nothing  which  seemed  significantly  correlative 
in  the  pathological  findings  and  the  clinical  signs  and  symptoms. 
The  marvelous  story  of  the  thyroid,  parathyroids,  hypophysis,  and 
adrenals  is,  no  doubt,  largely  responsible  for  the  recent  endeavors 
to  promote  the  pineal  to  a  position  of  like  importance  among  the 
endocrine  glands. 

In  1898  Heubner^  presented  a  case  of  markedly  precocious  sexual 
and  less  pronoimcedly  precocious  somatic  development.  The  patient 
was  a  boy  of  4j!^  years  with  pubic  hair  i  cm.  long,  penis  and  testicles 
as  large  as  the  normal  at  puberty.  The  mammae  were  conspicuous. 
The  body  development  was  equal  to  that  of  a  boy  of  8  or  9.  "iHe 
was  abnormally  fat.  A  diagnosis  of  tumor  of  the  hypophysis  was 
made.  The  following  year  this  case  was  reported  by  Oestreich  and 
Slawyk,^  who  found  at  autopsy  a  teratoma  of  the  pineal.     Almost 

^  Heubner,  AUg.  med,  Centr,-Ztg.,  1899,  Ixviii,  89. 

*  Ocstrdch,  R.,  and  Slawyk,  Riesenwuchs  und  Zirbeldriisen-Geschwulst,  Vir- 
chows  Arch,  f,  path,  Anat,,  1899,  clvii,  475. 
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simultaneously  Ogle^  reported  a  very  similar  case,  a  boy  of  6  years 
with  precocious  sexual  development.  The  precocity  was  principally 
evidenced  by  an  enlarged  penis  and  the  presence  of  pubic  hair. 
The  testicles  were  about  normal  in  size.  In  this  instance  also  a  ter- 
atoma of  the  pineal  was  found  post  mortem. 

Marburg/  in  1907,  collected  from  the  literature  about  forty  cases 
of  pineal  tumor  and  added  a  case  of  his  own.  Marburg's  patient 
presented  no  precocity  either  sexual  or  somatic;  he  was  merely  too 
fat.  Mafburg  endeavored  to  establish  a  pineal  clinical  entity,  and 
ventured  even  to  pronoimce  upon  the  degree,  in  a  given  case,  of  the 
activity  of  this  gland.  He  classified  all  pineal  glandular  symptoms 
under  the  three  heads,  hypopinealism,  hyperpinealism,  and  apineal- 
ism.  Hypertrophy  of  the  genitals  and  precocity  were  found  in 
hypopinealism,  adiposity  in  hyperpinealism,  and  cachexia  in  apin- 
ealism. 

According  to  this  conception,  the  pineal  and  pituitary  would  seem 
to  have  antagonistic  activities.  Hypertrophy  of  the  pineal  is  ex- 
pected to  produce  an  adiposity  indistinguishable  from  Frohlich's 
dystrophia  adiposogenitalis  of  hypopituitarism.  Atrophy  of  the 
pineal  would  be  accompanied  by  genital  and  somatic  hypertrophy 
and  precocity,  whereas  acromegaly  results  from  hyperplasia  of  the 
pituitary  gland.  Cachexia  is  described  with  both  apinealism  and 
apituitarism. 

It  was  Marburg's  view  that  the  pineal,  normally  functioning  only 
during  the  early  years  of  life,  inhibited  genital  and  somatic  growth 
and  sexual  characteristics,  and  that  its  partial  destruction  by  tumors 
with  the  resultant  hypopinealism  permitted,  uncontrolled,  the  de- 
velopment of  these  features.  Consequently,  tumors  in  older  youths 
and  adults  would  not  cause  sexual  abnormalities,  because  the  pineal 
in  them  had  ceased  to  function.  This  view  is  in  accord  with  the 
anatomical  evidences  of  its  involution  after  the  early  years  of  life. 

»Ogle,  C,  (i.)  Sarcoma  of  the  Pineal  Body,  with  Diffused  Melanotic  Sar- 
coma of  the  Surface  of  Cerebrum.  (2.)  Tumor  of  Pineal  Body  in  a  Boy,  Tr. 
Path.  Soc.  London,  1898-99,  1,  6. 

*  Marburg,  O.,  Zur  Kenntnis  der  normalen  und  pathologischen  Histologie  der 
Zirbeldriise;  die  Adipositas  cerebralis,  Arb.  a,  d.  neural.  Inst.  a.  d.  Univ.  Wien, 
1908,  xvii,  217;  Die  Adipositas  cerebralis.  Ein  Beitrag  zur  Pathologie  der  Zir- 
beldruse,  Wien.  med.  Wchnschr.,  1908,  Iviii,  2617. 
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It  must  be  emphasized  that  at  the  time  of  Marburg's  publicatidn 
there  had  been  absolutely  no  significant  experimental  investigations 
on  the  pineal  and  that  his  classification  is  based  solely  on  clinicopath- 
ological  observations;  also  that  of  about  forty  cases  of  tumor  of  the 
pineal  gland  only  in  the  two  above  mentioned  instances  was  there 
any  sexual,  somatic,  or  mental  precocity.  In  several  cases  varying 
degrees  of  adiposity  had  been  noted.  It  is  also  worthy  of  note  in 
passing  that  in  both  cases  of  sexual  precocity  the  tumor  was  a  tera- 
toma. 

Since  Marburg's  publication  many  cases  of  pineal  tumor  have  been 
added,  the  total  now  being  about  sixty  cases.  Von  Frankl-Hoch- 
wart's^  case,  also  a  teratoma  of  the  pineal,  in  a  boy  of  5^  years, 
rather  large  for  his  age,  showed  sexual  hypertrophy  and  precocity 
two  months  before  death.  The  patient  developed  a  deep  voice  and 
the  genital  hair  was  equal  to  that  of  a  boy  of  15.  There  was  also 
mental  precocity.  Raymond  and  Claude^  added  a  case  which  pre- 
sented increasing  adiposity,  and  somatic  development  but  without 
sexual  changes.  With  the  exception  of  a  rather  frequent  adiposity 
the  other  cases  have  shown  but  little  to  indicate  glandular  influences. 

Experimental  work  has  since  been  added  but  with  contradictory 
results.  In  general,  attempts  have  been  made  to  reproduce  ^so  called 
hyperpinealism  by  feeding  pineal  extract  and  apinealism  or  hypo- 
pinealism  by  extirpation  of  the  pineal.  In  feeding  experiments  by 
McCord^  on  guinea  pigs,  chickens,  and  dogs,  an  increase  in  weight 
together  with  earlier  sexual  maturity  and  sexual  characteristics  re- 
sulted. Dana  and  Berkeley®  fed  pineal  extract  of  young  bullocks 
and  calves  to  guinea  pigs,  rabbits,  and  kittens,  and  noted  a  25  per 
cent  increase  in  weight  over  the  controls.  Later  fifty  children  were 
injected  with  pineal  extract,  but  they  grew  in  height  and  weight 

'  von  Frankl-Hochwart,  L.  tJber  Diagnose  der  Zirbeldriisentumoren,  Deutsch. 
Zischr.  f.  Nervenh.,  1909,  xxxvii,  455. 

'  Raymond,  F.,  and  Claude,  H.,  Les  tumeurs  de  la  glande  pineale  chez  Ten f ant. 
Bull,  de  I' A  cad.  de  mid.  de  Paris,  1910,  Ixiii,  series  3,  265. 

'  McCord,  C.  P.,  The  Pineal  Gland  in  Relation  to  Somatic,  Sexual  and  Mental 
Development,  Jour.  Am.  Med.  Assn.,  1914,  Ixiii,  232. 

>  Berkeley,  W.  N.,  Dana,  C.  L.,  Goddard.  H.  H..  and  Cornell,  W.  S.,  The 
Functions  of  the  Pineal  Gland,  with  Report  of  Feeding  Experiments,  Med.  Rec., 
19I3»  Ixxxiii,  835.  Dana  and  Berkeley,  The  Functions  of  the  Pineal  Gland, 
Month.  CycL  Pract.  Med.,  1914,  xxviii,  78. 
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less  rapidly  than  the  controls,  though  a  distinctly  greater  mental 
improvement  was  observed.  These  observers  think  there  is  no 
doubt  that  injections  of  pineal  will  clear  low  grades  of  mental  defi- 
ciency. These  claims  are  quite  similar  to  those  of  McCord,  who 
noted  mental  precocity  in  his  pineal-fed  puppies. 

Attempts  have  been  made  to  remove  the  pineal  by  Exner  and 
Boese,^  Foa,^^  and  Sarteschi.**  The  results  of  these  investigations 
add  even  more  confusion.  Exner  and  Boese  foimd  absolutely  no 
changes  following  complete  or  partial  removal  of  the  pineal.  Sar- 
teschi  found  adiposity,  greater  somatic  and  genital  development,  and 
sexual  precocity  in  young  dogs.  Following  extirpation  of  the  pineal 
of  chickens,  Foa  observed  a  premature  development  of  the  primary 
and  secondary  sexual  characters. 

Briefly,  therefbre,  adiposity  may  result  by  feeding  pineal  extract 
(McCord,  Dana,  and  Berkeley)  or  by  complete  or  partial  removal  of 
the  pineal  ( Sarteschi ) .  Sexual  and  somatic  precocity  may  result  from 
feeding  pineal  extracts  (McCord,  Dana,  and  Berkeley),  or  from 
partial  or  complete  removal  of  the  pineal  body  (Foa,  Sarteschi),  or 
nothing  may  result  from  its  partial  or  complete  destruction  (Exner 
and  Boese) .  Such  is  the  paradoxical  experimental  support  for  Mar- 
burg's hypothesis  of  pineal  function.^^ 

The  foregoing  is  presented  as  a  purely  objective,  concise  sum- 
mary of  our  present  knowledge  of  the  pineal.  A  detailed  consider- 
ation of  the  clinical  and  experimental  observations  will  be  given  in 
a  subsequent  communication.  The  purpose  of  this  paper  is  to  re- 
port briefly  the  results  of  pinealectomy  in  a  series  of  young  puppies 

»  Exner,  A.,  and  Boese,  J.,  Ueber  experimentelle  Exstirpation  der  Glandula 
pinealis,  Deutsch.  Ztschr.  f,  Chir,,  1910,  cvii,  182;  t)ber  experimental  Exstirpa- 
tion der  Glandula  pinealis,  Neurol.  Centralbl.,  1910,  xxix,  754. 

^^  Foa,  C,  Ipertrofia  dei  testicoli  e  della  cresta  dopo  Tasportazione  della 
ghiandola  pineale  nel  gallo,  Pathologica,  1911-12,  iv,  445. 

11  Sarteschi,  U.,  La  sindrome  epifisaria  "  macrogenitosomia  precoce  **  attenuta 
sperimentalmente  nei  mammiferi,  Pathologica,  1913,  v.  707. 

12  It  should  also  be  noted  that  Pellizzi  (Pellizzi,  G.  B.,  La  sindrome  "macro- 
genitosomia precoce,"  Neurol,  Centralhl.,  1911,  xxx,  870),  in  1910,  presented 
two  cases  of  somatic  and  sexual  precocity  without  substantiation  of  the  diagnosis, 
as  cases  of  "  la  sindrome  epifisaria  macrogenitosomia  precoce."  In  the  absence 
of  anatomical  proof  and  the  rarity  of  a  correct  clinical  diagnosis  of  pineal  tumor, 
this  evidence  can  not  be  accepted.  It  was  in  Pellizzi's  laboratory  that  the  experi- 
mental work  of  Sarteschi  was  conducted. 
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and  to  describe  the  method  which  has  been  evolved  for  extirpation 
of  the  pineal  body. 

Experimental  Removal  of  the  Pineal, 

In  the  higher  mammals  the  pineal  is  so  deeply  situated,  so  minute, 
and  so  intimately  associated  with  important  and  easily  injured  struc- 
tures that  its  removal  by  operation  has  been  regarded  as  impractical. 
It  is  covered  by  the  splenium  of  the  corpus  callosum  and  by  the  vena 
Galena  magna.  It  lies  between  the  anterior  corpora  quadrigemina, 
and  consequently  is  just  above  the  aqueduct  of  Sylvius.  It  is  sit- 
uated almost  exactly  in  the  center  of  the  brain.  Its  removal  neces- 
sitates opening  the  third  ventricle,  the  posterior  wall  of  which  it 
forms  a  part  The  greatest  of  the  dangers  encountered  in  the 
removal  of  the  pineal  is  hemorrhage,  and  especially  hemorrhage  into 
the  ventricles.  The  greatest  difficulty  is  the  definite  recognition  of 
the  gland. 

Foa  has  successfully  excised  pineals  from  chickens,  but  with  the 
exception  of  Sarteschi's  work,  the  removal  of  the  pineal  in  higher 
mammals  has  not  been  successful.  Exner  and  Boese  attempted  its 
removal  in  dogs  but  soon  yielded  to  the  more  expedient  but  objection- 
able method  of  cauterization.  By  these  investigators  the  cautery 
was  inserted  blindly  through  a  trephine  opening  in  the  skull.  This 
procedure  was  accompanied  by  a  very  high  mortality.  From  a 
series  of  95  animals,  death  resulted  from  the  operation  in  75.  The 
principal  cause  of  death  was  hemorrhage.  This  is  not  surprising, 
since  a  successful  introduction  of  the  cautery  must  almost  necessarily 
perforate  the  vena  Galena  magna.  Sarteschi's  operative  results 
were  almost  equally  disastrous.  Of  15  dogs  operated  upon  only  3 
survived.  He  ascribes  the  mortality  to  hemorrhage,  trauma,  and 
anesthesia.  He  ligates  both  carotid  arteries  as  a  preliminary  pro- 
cedure, divides  the  superior  longitudinal  sinus,  and  arrives  at  the 
pineal  by  separating  the  cerebral  hemispheres  and  elevating  the 
splenium.  The  destruction  of  both  carotid  arteries  and  the  superior 
longitudinal  sinus  seriously  complicates  the  interpretation  of  results. 
Destruction  of  the  great  vein  of  Galen  may  also  be  an  important 
complication.  Into  this  vein  passes  practically  all  the  blood  from 
the  interior  of  the  brain.     The  collateral  venous  supply  for  the 
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vein  is  so  inadequate  that  its  occlusion  results  in  an  internal  hydro- 
cephalus. The  amount  of  cerebral  destruction  incident  to  the  above 
mentioned  procedure  of  Sarteschi  is  also  significant. 

Evolution  of  the  Operation  upon  the  Pineal  Body. 

In  a  series  of  experiments  on  internal  hydrocephalus  by  the 
author^^  three  years  ago,  the  vein  of  Galen  was  occluded  by  the 
application  of  a  silver  clip,  and  in  the  development  of  this  procedure 
a  field  of  operation  very  close  to  the  pineal  was  made  accessible, 
and  thus  the  possibility  of  removal  of  this  structure  was  suggested. 

By  elaboration  of  the  method  of  approach,  an  operation  was  de- 
vised which  is  free  from  the  objections  inherent  to  operations  which 
entail  cerebral  destruction,  vascular  injury,  or  the  endangering  of 
the  vitality  of  other  cerebral  structures.  The  results  which  might 
be  noted  could  be  attributed  only  to  the  uncomplicated  loss  of  the 
pineal  body.  The  operation  to  be  described  was  successfully  per- 
formed on  young  puppies  from  ten  days  to  three  weeks  old  under 
ether  anesthesia  plus  a  preliminary,  relatively  high  dose  of  morphia. 
Despite  the  long  duration  of  the  operation,  which  usually  required 
two  and  one-half  to  three  and  sometimes  four  hours,  the  animals 
recovered  very  quickly,  and  on  the  following  day  were  almost  as 
active  and  playful  as  the  controls  (Figs.  5  and  6). 

An  opening  about  2  cm.  in  length  was  made  in  the  vault  of  the 
skull,  extending  posteriorly  to  the  inion  and  mesially  to  the  midsag- 
ittal  line.  The  dura  was  opened  to  and  reflected  over  the  superior 
longitudinal  sinus.  The  occipital  lobe  was  then  carefully  retracted 
and  following  the  ligation  of  a  small  vein,  which  bridges  the  space 
between  the  brain  and  the  falx  cerebri,  the  tip  of  the  tentorium  cere- 
belli  (osseum)  was  quickly  exposed  and  the  terminus  of  the  vena 
Galena  magna  brought  into  view.  Then  a  very  tedious  and  pains- 
taking liberation  of  this  vein  was  begun.  By  alternately  freeing 
the  vein  with  careful  blunt  dissection  and  controlling  the  hemorrhage 
with  pledgets  of  cotton,  the  inferior  surface  of  the  vein  was  liberated 

i»  Dandy,  W.  E.,  and  Blackfan,  K.  D.,  Internal  Hydrocephalus,  an  Experi- 
mental, Clinical  and  Pathological  Study,  Jour,  Am.  Med.  Assn.,  1913,  Ixi,  2216; 
Internal  Hytirocephalus,  eine  experimentelle,  klinische  und  pathologische  Unter- 
suchung,  Beitr.  z.  klin.  Chir.,  1914,  xciii,  392 ;  An  Experimental  and  Qinical  Study 
of  Internal  Hydrocephalus,  Am.  Jour.  Dis.  Child.,  1914,  viii,  406. 
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and  the  corpora  quadrigemina  exposed.  The  vein  was  then  carefully 
elevated  in  order  to  work  beneath  it,  and  the  median  groove  between 
the  corpora  quadrigemina  was  slowly  followed  anteriorly  until  the 
pineal  body  was  reached.  The  pineal  was  then  caught  in  a  small 
biting  forceps  and  removed.  From  a  series  of  twelve  dogs,  of 
varying  ages,  not  one  survived  the  operation  longer  than  one  to  two 
hours.  Invariably  the  postmortem  examination  disclosed  the  ven- 
tricles full  of  blood,  which  was  presumably  the  cause  of  death.  The 
bleeding  from  the  numerous  venous  and  arterial  radicles  in  the 
enveloping  pia  always  resulted  at  the  time  of  removal  of  the  gland. 
Extirpation  of  the  pineal  necessitated  opening  the  third  ventricle 
because  of  the  incorporation  of  this  structure  in  its  posterior  wall. 

Two  years  later  the  same  plan  of  attack  was  again  tried,  but  the 
pineal  was  dissected  out  more  thoroughly  before  removal  in  order 
to  minimize  the  hemorrhage  when  the  ventricle  was  opened.  An- 
other addition  to  the  technique  of  the  operation  and  one  which  has 
proved  of  the  greatest  importance  was  to  open  the  third  ventricle 
at  a  point  over  the  pineal  body  before  attempting  its  removal.  This 
not  only  permitted  more  room  by  release  of  the  fluid,  but,  more  im- 
jxjrtant  still,  it  collapsed  the  cerebral  ventricles  so  that  if  hemorrhage 
should  occur  it  would  not  be  into  the  open  ventricles  and  thus  cause 
distention  of  the  brain  and  possibly  rupture  of  the  cortex. 

With  these  modifications  this  operative  procedure  became  suc- 
cessful. The  small  amount  of  bleeding  which  resulted  was  sponged 
away  with  pledgets  of  cotton  and  was  always  under  control. 

The  operation  as  performed  was,  however,  very  unsatisfactory 
because  of  its  great  difficulty  and  the  length  of  time  required  for  its 
accomplishment.  The  most  patient  and  assiduous  care  in  the  control 
of  hemorrhage  by  wet  and  dry  cotton  pressure  had  to  be  exercised. 
It  was  necessary  to  hold  the  head  quite  motionless  during  this  long 
and  tedious  procedure.  With  practice  the  pineal  could  usually  be 
recognized  because  of  its  constant  and  dominant  position  at  the 
jimction  of  the  median  quadrigeminal  groove  and  the  third  ventricle. 
However,  very  frequently,  despite  the  greatest  caution,  the  pineal 
would  become  covered  with  blood  clot  and  unrecognizable  and, 
perhaps,  occasionally  would  be  sponged  away.  When  this  was  be- 
lieved to  have  occurred  an  area  of  tissue  from  this  accurately  located 
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position  was  removed  and  examined  microscopically.  In  all  such 
cases  a  second  piece  of  tissue  was  excised  in  order  to  insure  complete 
removal  of  the  gland.  This,  too,  was  studied  with  the  microscope. 
In  many  instances  the  pineal  area  was  further  treated  by  an  electric 
cautery  needle.  At  times  even  with  the  greatest  care,  death  resulted 
from  bleeding  into  the  ventricles.  Successful  complete  extirpation 
resulted  in  only  about  25  per  cent  of  the  cases  operated  upon  in  this 
manner. 

New  Method  of  Pinealectomy. 

The  foregoing  method  was  very  capricious.  To  be  of  practical 
value  the  pineal  body  must  be  more  easily  reached  and  removed  with 
greater  certainty  and  less  mortality.  Consequently  a  new  and 
simple  method  of  attack  has  been  evolved.  Though  more  delicate 
and  requiring  more  painstaking  care,  it  can  be  done  almost  as  easily 
as  a  canine  hypophysectomy.  The  new  operation  can  be  done  in  less 
than  one  hour.  It  differs  from  the  preceding  operation  in  that  the 
pineal  is  reached  from  in  front  through  the  third  ventricle  rather 
than  from  behind.  In  this  way  the  extensive  bleeding  consequent 
to  liberation  of  the  vein  of  Galen  is  obviated,  sidetracked  as  it  were, 
and  the  operation  can  be  performed  almost  bloodlessly.  This  is 
accomplished  by  dividing  the  splenium  of  the  corpus  callosum  in  the 
midline  for  a  distance  of  about  2  cm.  from  its  posterior  terminus. 
This  exposes  the  transparent  roof  of  the  third  ventricle  which  is 
distended  by  the  contained  cerebrospinal  fluid.  A  large  anemic 
area  is  visible  in  the  midline  of  the  roof  of  the  ventricle,  between 
the  two  small  veins  of  Galen.  This  is  perforated  and  the 
opening  enlarged  backward  to  the  origin  of  the  vena  Galena  magna 
by  releasing  the  blades  of  the  forceps.  The  entire  third  ventricle  is 
thus  brought  in  full  view  and  the  pineal  body  is  readily  seen  under 
the  origin  of  this  vein,  in  the  median  quadrigeminal  groove.  The 
pineal  body  can  easily  be  grasped  in  the  jaws  of  the  cupped  biting 
forceps  and  completely  removed.  The  accompanying  drawings 
By  Mr.  Broedel  (Figs,  i  to  4)  render  any  description  of  this  opera- 
tive procedure  superfluous. 

Practically  no  bleeding  occurs  during  the  exposure  of  the  gland. 
A  little  bleeding  follows  its  removal  but  this  can  easily  be  con- 
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Text- Fig.  i.  Curve  of  weights  of  animals  shown  in  Figs.  6  ai 
of  weeks  and  the  abscissa  the  weight  in  pounds.  The  solid  lines  repre; 
line  that  of  a  pinealectomized  dog,  all  being  from  the  same  litter. 


Text- Fig.  2.  A  similar  curve  of  twc 
ter  6  weeks  old.  The  initial  weights  sho 
The  broken  line  represents  the  pinealect 
solid  line  the  control.  At  the  end  of  thet 
was  removed  from  the  control  dog,  whic 
normally.  The  removal  of  the  pineal  d 
growth. 
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trolled  by  a  minute  tampon  of  cotton.  With  collapsed  ventricles 
the  bleeding  is  outward  through  the  wound  and  is  therefore  not  to 
be  feared.  Not  infrequently  the  aqueduct  of  Sylvius  may  be  filled 
with  blood.  This  has  never  caused  any  mortality  because,  before 
closure,  the  mould  of  clotted  blood  may  be  readily  extracted,  the 
aqueduct  of  Sylvius  being  in  full  view.  To  insure  complete  excision 
a  second  piece  of  tissue  was  invariably  removed  from  the  pineal 
region.  With  this  method  of  operating  there  has  been,  as  I  have 
said,  practically  no  mortality.  It  is,  however,  quite  easy  to  become 
disoriented,  even  when  following  carefully  the  procedure  which  I 
am  advocating.  If  bleeding  and  laceration  of  tissue  are  avoided, 
as  they  can  be,  and  the  midline  is  adhered  to,  there  is  little  danger  of 
losing  one's  bearings. 

In  every  case  a  histological  examination  is  made  of  all  the  tissue 
obtained  at  the  operation  (Fig.  f  b) ;  and,  after  death,  of  the 
immediate  region  from  which  the  pineal  was  removed. 

Results  Following  Pinealect^onty. 

Our  operations  for  extirpation  of  the  pineal  have  been  mainly 
upon  young  puppies,  from  lo  days  to  3  weeks  old.  Of  these  one 
is  living  15  months  after  the  operation  (Figs.  7  and  7  a)  ;  one  died 
of  distemper  i  year  after  operation  (Fig.  8) ;  several  survived  the 
pinealectomy  3  to  8  months.  It  is  exceedingly  difficult  to  raise 
puppies  in  the  confined  quarters  of  our  laboratory.  We  were,  how- 
ever, unable  to  note  any  difference  in  the  resistance  of  the  operated 
and  the  control  animals  to  the  usual  diseases. 

When  litters  of  puppies  could  be  obtained,  one  or  more  of  the 
animals  were  kept  as  controls.  Little  importance,  however,  should 
be  attached  to  such  comparisons  because  of  the  great  variations 
found  in  members  of  the  same  family.  The  pineal  was  also  re- 
moved in  several  adult  male  and  female  dogs,  and  three  of  these 
are  living  longer  than  four  months  after  the  operation  (Fig.  9). 

Somatic  Development,  Adiposity,  and  Mentality. 

Careful  observations  have  been  made  of  the  growth  of  the  pineal- 
ectomized  animals.     Skiagraphs  have  been  taken  at  various  periods, 
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but  there  has  been  no  evidence  of  either  superior  or  inferior  somatic 
development  or  adiposity  (Text-figs,  i  and  2),  save  perhaps  in  a 
single  instance.  In  this  animal  (Figs.  7  and  7  a)  there  was  a 
slight  increase  in  weight  for  a  brief  period  about  one  year  after  the 
operation ;  this  is  disappearing,  so  that  now  it  is  scarcely  noticeable. 
It  might  be  attributable  to  overfeeding.  There  is  nothing  in  the 
behavior  of  the  pinealectomized  animals  to  suggest  mental  precocity. 

SexticU  Precocity, 

We  have  observed  nothing  to  support  the  view  that  the  pineal 
gland  inhibits  the  sexual  functions  and  that  its  removal  is  followed 
by  excessive  sexual  development.  Two  bitches  have  lived  for 
one  year  following  the  removal  of  the  pineal;  both  were  in  heat  ten 
months  after  the  operation,  or  when  about  one  year  old.  In  neither 
animal  has  pregnancy  resulted,  and  in  neither  was  any  abnormality 
observed  in  the  generative  organs. 

The  pinealectomized  young  male  puppies  observed  for  periods 
of  from  three  to  eight  months,  contrasted  with  members  of  the 
same  litter,  have  given  no  evidence  of  sexual  precocity  or  re- 
tardation. 

Gross  and  Microscopic  Study  of  the  Glands  of  Internal  Secretion. 

Examination  has  been  made  of  the  various  ductless  glands  which 
were  obtained  at  autopsy.  In  none  was  a  definite  macro-  or  micro- 
scopic change  observed.  The  tissues  examined  include  the  thymus, 
parathyroids,  thyroid,  hypophysis,  adrenals,  pancreas,  liver,  spleen, 
lymph  glands,  testes,  ovaries,  and  mammary  glands. 

SUMMARY  AND  CONCLUSIONS. 

1.  Following  the  removal  of  the  pineal  I  have  observed  no  sexual 
precocity  or  indolence,  no  adiposity  or  emaciation,  no  somatic  or 
mental  precocity  or  retardation. 

2.  Our  experiments  seem  to  have  yielded  nothing  to  sustain  the 
view  that  the  pineal  gland  has  an  active  endocrine  function  of  im- 
portance either  in  the  very  young  or  adult  dogs. 

3.  The  pineal  is  apparently  not  essential  to  life  and  seems  to  have 
no  influence  upon  the  animal's  well  being. 
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Fig.  2. 
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Fig.  5. 


Fig,  6. 


Fig.  6a. 
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PLATE  34. 


Fig.   7. 


Fig.  7  a. 


(Dandy:  Pineal  Body.) 
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It  is  a  pleasure  to  express  my  gratitude  to  Professor  Halsted  for 
his  interest  and  suggestions  during  the  course  of  this  investigation. 

EXPLANATION  OF  PLATES. 
Plate  29. 

Fig.  I.  This  demonstrates  the  location  of  the  bony  opening  in  the  skull,  the 
reflection  of  the  dura  over  the  midline,  and  retraction  of  the  cerebrum,  exposing 
tiie  corpus  callosum. 

Plate  30. 

Fig.  2.    This  demonstrates  the  method  of  division  of  the  splenium. 

Plate  31. 
Fig.  3.    The  upper  plate  (enlarged)  demonstrates  the  splenium  divided,  ex- 
posing the  roof  of  the  third  ventricle  with  its  venae  Galenae  parvae.    The  lower 
plate  shows  the  method  of  perforation  of  the  roof  between  these  veins. 

Plate  32. 
Fig.  4.    After  opening  and  widening  the  defect  in  the  roof  of  the  third  ven^ 
tricle,  the  pineal  is  well  exposed,  as  shown  in  the  upper  plate,  and  is  easily 
grasped  by  the  biting  forceps,  as  shown  in  the  lower  plate.    The  jaws  of  the 
biting  forceps  are  also  shown,  separately. 

Plate  33. 

Fig.  5.  Puppies  14  days  old.  The  photograph  was  taken  24  hours  after  re- 
moval of  the  pineal.  The  absence  of  any  operative  or  glandular  effects  is  well 
shown. 

Fig.  6.  Litter  of  5  puppies,  3  of  which  have  had  the  pineal  removed  and  a 
of  which  are  controls.  The  operated  animals  are  recognized  by  the  shaved  heads^ 
Photograph  taken  2  weeks  after  operation. 

Fig.  6  a.  Pinealectomized  animal  (black),  4  months  after  operation,  the 
operation  being  performed  when  the  dog  was  3  weeks  old.  The  white  dog  is  z, 
control    The  comparative  weights  of  the  animals  are  shown  in  Text-fig.  i. 

Plate  34. 
Fig.  7.    Pinealectomized  female  dog,  4  months  after  operation. 
Fig.  7  a.    The  same  animal,  14  months  after  operation.    This  is  the  only 
pinealectomized  animal  showing  any  adiposity.    This  has  since  disappeared. 

Plate  35. 
Fig.  7  b.    Photomicrograph  of  pineal  removed  from  the  dog  shown  in  Figs. 
7  and  7  a. 

Plate  36. 
Fig.  8.    Dog  in  which  the  pineal  had  been  removed  6  months  previously, 
when  the  animal  was  18  days  old. 

Fig.  9.  This  demonstrates  the  staring  expression  which  occasionally  results 
from  injury  to  the  corpora  quadrigemina  during  removal  of  the  pineal 
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THE  CONCENTRATION  OF  THE  PROTECTIVE  BODIES 

IN  ANTIPNEUMOCOCCUS  SERUM.     SPECIFIC 

PRECIPITATE  EXTRACTS. 

By  henry  T.  CHICKERING,  M.D. 

(From  the  Hospital  of  The  Rockefeller  Institute  for  Medical  Research,) 

(Received  for  puWication,  May  28,  191 S) 

It  has  been  noted  in  a  previous  communication  ( i )  that  the  im- 
mune substances  in  antipneumococcus  serimi  may  be  removed  by 
specific  precipitation  with  extracts  of  the  pneumococcus.  It  was 
further  shown  that  the  precipitates,  when  suspended  in  normal  salt 
solution,  and  to  a  less  extent  when  dissolved  in  a  weak  solution  of 
sodic  hydrate,  protect  susceptible  animals  against  many  times  the 
lethal  dose  of  pneumococcus.  The  present  work  is  a  further  study 
of  the  action  of  the  precipitates  as  well  as  of  extracts  of  precipitates 
made  by  various  methods. 

An  attempt  was  made  to  render  soluble  the  specific  precipitates  by 
the  use  of  weak  alkaline  salts.  As  in  the  preceding  experiments  ( i ), 
it  appeared  that  the  amount  of  sodic  hydrate  necessary  to  dissolve 
the  precipitates  was  so  great  that  in  many  cases  the  solution  proved 
either  toxic  for  animals  or  had  suflFered  diminution  in  protective 
properties.  Such  weak  alkalis  as  sodium  phosphate,  sodium  biphos- 
phate,  and  sodium  carbonate  were  not  strong  enough  to  cause  a  solu- 
tion of  the  precipitate.  However,  it  was  noted  that  when  sodium 
carbonate  was  added  to  an  emulsion  of  the  whole  precipitate  in  salt 
solution,  a  definite  flocculation  of  the  suspended  particles  occurred, 
and  the  flocculated  particles  quickly  settled  down,  leaving  an 
opalescent  supernatant  fluid  which  contained  protective  bodies,  ag- 
glutinins, and  precipitins.  This  observation  suggested  the  possibility 
of  bringing  about  a  dissociation  of  the  antigen  and  antibody  of  the 
specific  precipitate. 

It  has  been  shown  by  Pf eiffer  and  Friedberger,  and  Bail  and  his  pupils  that 
the  formation  of  the  antigen-antibody  complex  that  takes  place  in  the  precipitate 
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which  forms  when  the  appropriate  bacterial  precipitinogen  is  added  to  an 
immune  serum,  is  relatively  a  loose  one,  and  can  be  dissociated  subsequently 
by  extraction  in  salt  solution.  In  1903  Pfeiffer  and  Friedberger  (2)  found  that 
when  thoroughly  washed  sensitized  cholera  vibrios  were  injected  into  the  peri- 
toneal cavity  of  a  guinea  pig,  the  guinea  pig  was  able  to  survive  a  second  lethal 
dose  of  fresh  live  cholera  vibrios,  when  injected  one  or  two  hours  later.  This 
work  has  been  subsequently  confirmed  and  elaborated  by  Landsteiner  and  Jagic 
(3),  Hoke  (4),  Bail  and  Rotky  (5),  Bail  (6),  and  Bail  and  Tsuda  (7)  ;  and 
more  recently  Krauss  (8)  and  Matsui  (9)  have  demonstrated  this  dissociation 
of  antigen  and  antibody,  both  i»  vivo  and  in  vitro.  They  precipitated  the  im- 
mune substances  in  normal  beef  serum  with  live  cholera  vibrios  and  with 
Bacillus  typhosus,  and  determined  the  optimum  relation  of  culture  to  serum  and 
the  effects  of  varying  degrees  of  temperature  on  the  formation  of  the  precipitate 
and  on  the  potency  of  the  extracts  obtained  from  such  precipitates. .  In  many 
plate  experiments  the  bactericidal  or  inhibiting  action  of  these  extracts  on  the 
growth  of  cholera  vibrios  has  been  demonstrated. 

In  the  present  work  it  will  be  shown  that  extracts  of  the  pre- 
cipitates formed  in  antipneumococcus  serum  by  the  addition  of  bac- 
terial precipitinogen  not  only  exert  an  inhibiting  influence  on  the 
growth  of  virulent  pneumococci  in  vitro,  but  the  extracts  contain  ag- 
glutinins and  precipitins  and  protect  susceptible  animals,  such  as 
the  mouse  and  rabbit,  as  efficiently  as  does  the  original  antipneumo- 
coccus serum.  On  the  other  hand,  these  extracts  contain  only  a 
minimal  amount  of  protein  as  compared  with  the  whole  serum. 
Moreover,  considerable  experimental  evidence  suggests  that  the 
extracts,  and  more  especially  the  whole  precipitates,  produce  active 
as  well  as  passive  immunity  to  pneumococcus  infection  in  mice. 

Methods. 

As  certain  modifications  have  been  made  in  the  methods  described 
in  the  first  communication,  the  preparation  of  the  bacterial  precipi- 
tinogen and  the  method  of  precipitating  the  serum  are  reviewed  in 
detail.  For  instance,  acetone  instead  of  alcohol  has  been  used  ex- 
clusively to  kill  the  bacteria  used  in  the  preparation  of  the  extract. 
Methods  have  also  been  employed  for  the  more  complete  exhaustion 
of  the  immune  serum. 

Preparation  of  Pneumococcus  Extracts  (Precipitinogen), 

An  outline  of  the  method  is  shown  in  Text-fig.  i.  A  twenty- 
four  hour  plain  broth  culture  of  pneumococcus  of  Type  I  or  Type 
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II  (lo)  is  centrifuged  and  the  bacterial  residue  washed  twice  in 
normal  salt  solution.  The  washed  bacterial  residue  of  a  liter  of 
broth  culture  is  then  emulsified  in  S  cc.  of  normal  salt  solution  and 
is  added  slowly  to  lo  volumes  of  acetone.  There  is  an  immediate 
flocculation  of  the  bacteria.  The  mixture  is  then  quickly  centri- 
fuged within  five  minutes,  and  the  supernatant  acetone  decanted. 
The  bacterial  residue  is  then  quickly  dried  in  vacuo.     The  average 

PREPARATION  or  PNEUMOCOCCUS  ANTIGEN 

BBOTH  CDUrUBE 
CENTWFIWED  (WASHED) 
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I 
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RESIDDE 
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Text-Fig.  i. 

yield  of  dried  bacteria  from  a  liter  of  broth  is  about  loo  to  150  mg. 
The  acetone-killed  bacteria  may  be  stored  in  dry  form  until  ready  for 
use  in  precipitating  the  immune  serum. 

The  dried  bacteria  are  dissolved  in  normal  salt  solution,  usually 
I  to  2  mg.  per  cc.  On  shaking  thoroughly,  the  solution  of  the 
bacteria  is  rapid  and  almost  complete.  After  the  bacteria  have  been 
dissolved  as  completely  as  possible,  the  solution  is  centrifuged  at  high 
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speed  for  one-half  hour.  Usually  a  very  small  amount  of  sediment 
collects  at  the  bottom  of  the  tube.  The  opalescent  supernatant  fluid 
is  used  as  the  bacterial  extract  in  precipitating  the  immune  substances 
from  antipneumococcus  serum. 

Since  acetone  does  not  kill  the  ferments  (Van  Slyke  and  CuUen* 
( 1 1 )  )  these  bacterial  extracts  may  undergo  autolysis.  Hence  it  is 
advisable  to  store  the  bacterial  precipitinogen  in  dry  form  from 
which  fresh  extracts  can  be  readily  prepared  when  needed.  How- 
ever, saline  extracts  of  the  bacteria  have  been  used  after  storage 
on  ice  for  two  months  and  have  shown  no  appreciable  decrease  in 
their  ability  to  precipitate  immune  sera. 

Acetone  kills  the  pneumococcus  probably  by  very  rapid  dehydra- 
tion. Cultures  of  these  bacterial  extracts  are  always  sterile  when 
the  procedure  is  carried  out  with  aseptic  precautions.  Smears  of 
the  bacterial  extracts  show  a  Gram-negative  staining  amorphous 
material.  Kjeldahl  determinations  made  under  Mr.  Cullen's  direc- 
tion show  that  the  bacterial  extract  is  practically  pure  protein,  as  it 
contains  16.2  per  cent  nitrogen. 

Method  of  Specific  Precipitation  of  Antipneumococcus  Serum. 

An  outline  of  the  methods  employed,  showing  the  method  of  ob- 
taining the  various  fractions,  is  shown  in  Text-fig.  2.  The  presence 
or  absence  of  immune  bodies  in  the  various  fractions  is  also  indi- 
cated.    These  facts  are  shown  in  detail  later. 

To  an  antipneumococcus  serum,  prepared  by  actively  immunizing 
a  horse  to  live  cultures  of  pneumococcus  of  Type  I  or  Type  H,  a 
bacterial  extract  of  pneumococcus  of  the  corresponding  group 
is  added  until  the  immune  serum  is  exhausted  of  its  antibodies. 
Testing  the  absence  of  agglutinins  in  the  serum  from  which  the  pre- 
cipitate has  been  removed  is  a  more  accurate  criterion  of  complete 
exhaustion  of  the  serum  than  is  the  repeated  addition  of  bacterial 
precipitinogen  until  no  further  precipitate  occurs.  By  this  method  it 
is  possible  to  exhaust  completely  the  serum  of  its  protective  proper- 
ties.   To  exhaust  antipneumococcus  serum  it  is  necessary  to  add 

^  Buchner  was  the  first  to  note  that  acetone  did  not  kill  the  oxidases.  Van 
Slyke,  having  prepared  an  active  form  of  urease  by  precipitation  with  acetone, 
suggested  its  use  in  the  preparation  of  pneumococcus  extracts. 
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on  the  average  the  bacterial  extract  of  50  mg.  dry  weight  of  bacteria 
per  100  cc.  of  serum.  It  makes  little  difference,  as  regards  the  total 
amount  of  bacterial  extract  necessary  to  exhaust  a  given  quantity  of 
serum,  v^hether  the  precipitinogen  be  added  at  once  or  repeatedly  in 
small  amounts.  The  precipitate  formed  by  the  addition  of  the  bac- 
terial extract  as  precipitinogen  is  apparent  at  once  and  is  very  volu- 
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minous.  The  precipitated  serum  is  incubated  at  38^  C.  for  two 
hours  to  render  the  reaction  complete  and  is  then  stored  on  ice  over 
night,  whereupon  it  is  centrifuged.  The  supernatant  serum  fluid  is 
pipetted  off  and  is  called  exhausted  serum.  The  precipitate  is 
washed  three  times  in  normal  salt  solution,  in  order  to  free  it  com- 
pletely of  serum,  and  is  then  ready  for  extraction. 

Methods  of  Extracting  the  Protective  Substances  from  Specific 
Precipitates  of  Antipneumococcus  Serum, 

Extraction  in  Normal  Salt  Solution  at  20^  C, — The  washed  spe- 
cific serum  precipitate  is  emulsified  in  normal  salt  solution  in  one- 
half  to  one-fifth  the  volume  of  the  original  serum.     It  is  allowed  to 
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stand  at  room  temperature  for  twenty-four  hours,  being  shaken 
occasionally.  In  the  following  experiments  this  extract  is  desig- 
nated saline  extract.  This  preparation  is  unsatisfactory,  as  the  ex- 
tract does  not  protect  animals  as  highly  as  do  extracts  prepared  by 
the  methods  described  below. 

Extraction  in  Normal  Salt  Solution  at  42°  C. — The  washed  serum 
precipitate  is  suspended  in  normal  salt  solution  as  described  above. 
It  is  then  heated  for  one  hour  at  42°  C,  being  shaken  gently  at  in- 
tervals, after  which  it  is  centrifuged  at  low  speed.  The  supernatant 
fluid  from  this  heated  saline  emulsion  is  called  heat  extract.  This 
extract  contains  agglutinins  and  precipitins,  and  protects  mice  against 
many  times  the  lethal  dose  of  pneumococcus. 

Extraction  in  Normal  Salt  Solution  at  42°  C.  with  Sodium  Car- 
bonate,— The  washed  serum  precipitate  is  suspended  in  salt  solu- 
tion as  described  above,  and  about  i  cc.  of  a  i  per  cent  sodium 
carbonate  solution  is  added  to  the  precipitate  from  100  cc.  of  serum, 
or  an  amount  sufficient  to  flocculate  the  suspended  particles  of  pre- 
cipitate. The  flocculated  emulsion  is  then  heated  for  one  hour  at 
42°  C.  and  is  gently  shaken  at  intervals,  after  which  it  is  centri- 
fuged. This  supernatant  fluid  is  designated  as  carbonate  extract. 
With  this  extract  the  best  results  have  been  obtained,  both  as  re- 
gards protection  of  animals  against  pneumococcus  infection  and 
content  of  agglutinins  and  precipitins.  In  the  preparation  of 
the  extracts,  it  is  important  not  to  subject  the  precipitates  to  pro- 
longed shaking,  as  this  procedure  diminishes  or  destroys  their  anti- 
body content.  Shaklee  and  Meltzer  (12)  have  previously  shown 
that  prolonged  shaking  destroys  the  ferments  trypsin  and  pepsin. 

EXPERIMENTAL. 

Protective  Properties  of  Specific  Precipitates  and  Extracts  of 
Precipitates  from  Antipneumococcus  Serum. 

The  whole  precipitates,  and  more  especially  the  extracts  of  the 
precipitates,  protect  susceptible  animals,  rabbits  and  mice,  as  well, 
or  almost  as  well,  as  the  whole  antipneumococcus  serum. 

In  Table  I,  which  is  a  protocol  of  one  of  the  many  protection  ex- 
periments which  have  been  done  upon  mice  with  various  specific 
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TABLE  I.* 

Protective  Experiment  with  a  Fixed  Amount  of  Serum  of  Type  II  or  Serum 

Derivatives  Formed  by  Various  Methods  and  Dilutions  of  a  Twenty-Four 

Hour  Bouillon  Culture  of  Pneumococcus  of  Type  II,  in  Total 

Volume  of  0.5  Cc,    The  Mixtures  Were  Injected  Intraperi- 

toneally  into  Mice, 


Mouse  No. 

Protective  fluid. 

Culture. 

Result. 

I 

Control 

u. 

O.OOOOI 
O.OOOOOI 

0.3 
O.I 
O.OI 
O.OOI 

0.3 
O.I 
O.OI 
O.OOI 

0.3 
O.I 
O.OI 
O.OOI 

0.3 
O.I 
O.OI 
O.OOI 

0.3 
O.I 
O.OI 
O.OOI 

0.3 
O.I 
O.OI 
O.OOI 

D.,  30  hrs. 
"    35    " 

"     3  days. 
••    34  hrs. 
S.     5  days. 
D..    4H" 

"    10  hrs. 

3 

3 
4 
5 
6 

7 

8 

Original  serum.  0.3  cc.  in  0.5  cc 

<«             ««        <«     «t    ««    <<     it 

Precipitate  dissolved  in  N/io  sodium 
hydroxide.  0.3  cc.  in  0.5  cc 

Precipitate  dissolved  in  N/io  sodium 
hvdroxide.  0.3  cc.  in  o.s  cc. 

9 

Precipitate  dissolved  in  N/io  sodium 
hydroxide,  0.3  cc.  in  0.5  cc.. ....... 

"    40    •' 

10 

Precipitate  dissolved  in  N/io  sodium 
hvdroxide.  0.3  cc  in  0.  ^  cc 

II 

Whole  washed  precipitate.  0.3  cc.  in 

0.  K  CC 

"      4  days. 

13 

Whole  washed  precipitate,  0.3  cc.  in 
0.5  cc 

*•    56  hrs. 
S.     5  days. 

13 

Whole  washed  precipitate,  0.3  cc.  in 
0.  K  cc 

14 

Whole  washed  precipitate.  0.3  cc.  in 
0.5  cc 

15 
16 
17 
18 

19 
30 
31 
33 

33 

Whole   washed    precipitate.    4    times 

concentrated,  0.3  cc.  in  0.5  cc 

Whole   washed    precipitate,    4    times 

concentrated,  0.3  cc.  in  0.5  cc 

Whole    washed    precipitate,    4    times 

concentrated,  0.3  cc.  in  0.5  cc 

Whole    washed    precipitate,    4    times 

concentrated,  0.3  cc.  in  0.5  cc 

Carbonate  extract,  0.3  cc.  in  0.5  cc — 

tl                                ««                  It          <<        <<        •<          n 

<(                    tt           <<      <«     <*     <«      «« 

Heat  extract,  0.3  cc.  in  0.5  cc. 

D..    5     •• 
"    34  hrs. 
S.     5  days. 

D..    3     " 

*•      4     •• 

s.  5   ;; 

D.,  56  hrs. 

24 
25 
36 

<«          ««         <<     <<    ««    tt     it 

••    24    •* 
S.     5  days. 

♦  In  the  tables  D.  stands  for  "  died/'  S.  for  "  survived." 
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precipitates  and  extracts  of  precipitates  of  both  Type  I  and  Type  II 
immune  serum,  it  will  be  noted  that  the  whole  precipitate  dissolved 
in  sodic  hydrate  failed  to  protect.  This  result  with  alkaline  solu- 
tions of  the  precipitates  has  been  noted  several  times.  As  the  injec- 
tion of  the  dissolved  precipitate  itself  does  not  harm  the  mice,  it  is 
presumable  that  the  sodic  hydrate  has  a  deleterious  effect  on  the 
immune  substances  in  the  precipitate.     Of  the  mice  receiving  whole 

TABLE  II. 

Protective  Experiment  with  a  Fixed  Dose  of  Culture  Plus  Decreasing  Doses 
of  Serum  or  Serum  Derivatives  (Same  Lot  as  Experiment  I). 


Mouse  No. 

Protective  fluid,  total  volume  0.5  cc. 

Culture,  pneumococcus 
Type  II. 

Result. 

• 

CC. 

I 

Control 

O.OOOOI 

D. 

44  hrs. 

2 

O.OOOOOI 
O.OI 

s. 

3 

4 

Original  serum  0.2  cc 

5  days. 

•*      o.is  " 

O.OI 

5 

"      0.1     *' 

O.OI 

" 

<«     «« 

6 

0.0s  " 

O.OI 

*' 

*'     ** 

7 

•*        O.OI    " 

O.OI 

** 

'*     " 

8 

Whole  washed  precipitate  0.2  cc. 

O.OI 

M             .. 

9 

O.IS  " 

O.OI 

" 

"             '* 

10 

..                                                                                            ..                                                          Q          J                            .< 

O.OI 

•• 

"             " 

II 

0.05  " 

O.OI 

" 

*'             '* 

12 

"               *'                    "             O.OI    " 

O.OI 

D. 

4      '* 

13 

Carbonate  extract  0.2    cc 

O.OI 

s. 

5      '• 

V         14 

"       0.15  •* 

O.OI 

*' 

15 

"       0.1     " 

O.OI 

'• 

**      " 

i6 

0.05  " 

O.OI 

'• 

«      «< 

17 

O.OI    '* 

O.OI 

D. 

60  hrs. 

serum  or  whole  precipitate,  those  receiving  o.oi  cc.  of  culture  sur- 
vived, while  of  those  receiving  the  carbonate  extract,  those  receiving 
as  much  as  o.i  cc.  of  culture  survived.  In  other  words,  the  carbon- 
ate extract  possessed  a  higher  protective  power  than  the  original 
serum,  or  the  whole  precipitate.  The  group  of  animals  receiving 
heated  extract  was  not  as  well  protected  as  the  group  receiving 
carbonate  extract.  This  is  not  a  sporadic  result  of  the  protective 
action  of  carbonate  extracts,  for  many  experiments  with  different 
lots  of  serum  and  various  samples  of  extracts  of  specific  precipitates 
have  yielded  approximately  the  same  results.  Increasing  the  dose 
of  whole  precipitate  by  concentration  does  not  increase  its  potency. 
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This  same  result  has  been  noted  when  using  whole  serum  or  con- 
centrated globulin  fractions  of  serum  as  prepared  by  the  method 
described  by  Avery  (13).  Apparently  there  is  a  maximum  dose  of 
culture  against  which  it  is  possible  to  protect  a  mouse,  and  increas- 
ing the  size  of  the  dose  of  the  protective  agent  does  not  increase  the 
protection. 

On  the  other  hand,  if  one  infects  a  series  of  mice  with  equal  doses 
of  culture  and  attempts  to  protect  them  with  decreasing  doses  of 
serum  or  serum  derivatives,  the  results  have  shown  that  the  pro- 
tective agent  is  in  excess  of  the  needed  amount  when  0.2  cc.  is  used 
as  the  standard  protective  dose.  Table  II  illustrates  this  point 
When  mice  were  infected  with  doses  of  0.0 1  cc.  of  culture,  the 
mouse  that  received  o.oi  cc.  of  original  serum  was  protected  as 
well  as  the  one  that  received  0.2  cc.  of  serum.  In  titrating  in  this 
manner  the  protective  value  of  the  serum  derivatives  made  up  to 
original  volume  of  serum,  it  will  be  seen  that  there  is  some  loss  in 
potency  of  the  serum  derivatives  as  compared  with  the  original 
•serum.  But  this  can  be  explained  as  due  to  the  inevitable  slight  loss 
in  material  during  the  manipulations  incident  to  the  preparation  of 
the  specific  precipitates  and  their  extracts. 

In  these  experiments  the  carbonate  extract  has  consistently  shown 
greater  protective  qualities  than  the  extracts  prepared  by  simple 
extraction  at  room  temperature  or  by  heating  at  42°  C. 

Further  experiments  were  carried  on  to  determine  whether  re- 
moval of  the  precipitate  from  the  serum  completely  exhausted  its 
protective  power,  and  also  whether  the  precipitate  still  retained  pro- 
tective power  after  extraction  with  sodium  carbonate. 

From  the  protocol  (Table  III)  it  is  evident  that  the  exhausted 
serum  and  the  salt  solution  used  in  washing  the  precipitate  free  from 
serum  afforded  no  protection  to  mice.  Apparently  the  process  of 
washing  the  precipitate  free  from  the  exhausted  serum  did  not 
diminish  appreciably  its  protective  substances.  The  first  carbonate 
extract  protected  well;  subsequent  extractions  of  the  precipitate 
showed  but  little  potency.  While  a  single  extraction  removed  most 
of  the  protective  substances  that  are  dissociable  from  the  whole  pre- 
cipitate, some  protective  power  still  existed  in  the  residue  precipitate 
which  could  not  be  removed  by  repeated  extractions. 
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TABLE  III. 

Experiment  to  Show  the  Comparative  Protective  Value  of  Serum,  Exhausted 

Serum,  Wash  Water,  and  Repeated  Extraction,    The  Mixtures  Were 

Made  Up  in  All  Cases  to  a  Constant  Volume,  0.3  Cc,  and  Injected 

Intraperitoneally  into  Mice. 


Mouse  No. 

Protective  fluid. 

Culture  II  40. 

Result. 

X 

Control 

cc. 

O.OOOOI 

O.OOOOOI 
Culture  I  Z07 

O.OOOOOI 
Culture  11  40 

O.I 

O.OI 

O.OOI 

O.OOOI 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.I 

O.OI 

O.OOI 

O.OOOI 
Culture  I  107 
O.I 
O.OI 
O.OOI 
O.OOOI 

D.,  42  hrs. 

a 

3 

,, 

••    30    " 
II    jg    II 

4 

Original  serum,  0.2  cc.  in  0.5  cc 

5 

**              0        <<     <(    <<    It     «< 

6 

**                                 ««                   M           .«         .<          ««           .« 

S.     5  days. 
II     II     II 

7 

««                                  «<                   41           M         II          11           1. 

8 

Exhausted ' 

D.,  18  hrs 

9 

"    20    ** 

10 

i«            II       i«     II    II    II     1. 

II    jg    14 

XI 

«i            II       II     II    II    II     II 

••    42    •• 
II    jg    1* 

13 

2d  wash  water  of  whole  precipitate  twice  concen- 
trated, 0.2  cc.  in  0.5  cc 

13 

2d  wash  water  of  whole  precipitate  twice  concen- 
trated, 0.2  cc.  in  0.5  cc 

14 

2d  wash  water  of  whole  precipitate  twice  concen- 
trated, 0.2  cc.  in  0.5  cc 

•*    29    " 

••    42    •* 

.1    jg    II 

15 

2d  wash  water  of  whole  precipitate  twice  concen- 
trated, 0.2  cc.  in  0.5  cc 

16 

Carbonate  extract 

xst  extraction,  0.2  cc.  in  0.5  cc 

17 

S.     5  days. 

18 

•I           II           II     II    II    II     .1 

19 

•1           •«           II     II    II    .1     II 

II     II     II 

30 

Carbonate  extract 

2d  extraction,  0.2  cc.  in  0.5  cc 

D.,  18  hrs. 

31 

"      4  days. 
II      3     1. 

s.    5    '• 

D.,  18  hrs. 
S.     5  days. 
D    18  hrs 

32 

II           »i           II     II    II    .1     1. 

23 

*«           *«           II     II    II    II     II 

24 
2$ 
36 
37 

38 

Residue  of  whole  precipitate  after 

2  carbonate  extractions,  0.2  cc.  in  0.5  cc 

Residue  of  whole  precipitate  after 

2  carbonate  extractions,  0.2  cc.  in  0.5  cc 

Residue  of  whole  precipitate  after 

2  carbonate  extractions.  0.2  cc.  in  0.5  cc 

Residue  of  whole  precipitate  after 

2  carbonate  extractions,  0.2  cc.  in  0.5  cc 

1st  carbonate  extract,  0.2  cc.  in  0.5  cc 

39 

30 

««          «               II        11     II    II    II     II 

"    42    " 
•*    72    " 

31 

•*          ••               "        11     II    II    II     II 
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The  carbonate  extract  and  heat  extracts  contained  agglutinins  and 
precipitins,  but  the  titer  was  lower  than  that  of  the  original  serum. 
A  fresh  live  culture  of  pneumococcus  was  agglutinated  by  the  ex- 
tracts when  made  up  to  the  original  volume  of  the  serum,  but  not  in 
dilutions  of  i  to  5  or  i  to  10.  The  whole  serum  itself,  on  the  other 
hand,  agglutinated  in  dilutions  of  i  to  20  or  i  to  30. 

The  amount  of  protein  in  the  carbonate  extracts  is,  of  course, 
much  less  than  in  the  original  serum.  The  whole  serum  used  in  this 
experiment  contained  4.98  per  cent  protein.  After  removal  of  the 
extract  the  carbonate  extract  and  the  residue  precipitate  each  con- 
tained 0.08  per  cent  protein,  or  about  one-sixtieth  of  the  amount  in 
the  original  serum.  It  will  be  further  noted  that  the  protection 
conferred  by  the  use  of  such  extracts  is  specific,  there  being  no  pro- 
tection against  a  pneumococcus  infection  of  Group  I  by  an  extract 
of  a  precipitate  from  an  antipneumococcus  serum  of  Group  II,  and 
vice  versa. 

Experiments  like  the  following  have  been  done  to  ascertain 
whether  the  protective  substances  in  antipneumococcus  serum  can  be 
removed  by  live  washed  cultures  of  pneumococcus.  To  25  cc.  of 
antipneumococcus  serum,  Type  I,  were  added  live  washed  pneu- 
mococci  of  Type  I  from  150  cc.  of  a  twenty- four  hour  broth  cul- 
ture. An  immediate  precipitation  occurred.  After  twenty-four 
hours  the  mixture  was  centrifuged,  the  precipitate  washed  in  normal 
saline  and  emulsified  in  12  cc.  of  normal  salt  solution.  To  this 
emulsion  0.5  cc.  of  i  per  cent  sodium  carbonate  was  added,  and  floc- 
culation  occurred.  The  mixture  was  then  heated  at  42°  C.  for  one 
hour,  being  shaken  gently  at  intervals,  and  then  it  was  heated  to 
56°  C.  for  one-half  hour.  After  centrifuging,  the  supernatant  fluid 
was  pipetted  oflF  and  diluted  to  the  original  volume  of  the  serum, 
and  is  called  carbonate  extract  (Table  IV).  The  sediment  was 
reemulsified  and  made  up  to  the  original  volume  of  the  serum  with 
salt  solution  and  is  called  sediment  of  precipitate. 

This  and  similar  experiments  show  that  antipneumococcus  serum 
can  be  exhausted  of  its  antibody  content  by  live  cultures.  To  ac- 
complish this,  a  relatively  much  larger  quantity  of  live  bacteria  must 
be  used  to  exhaust  the  serum  than  when  a  bacterial  extract  is  em- 
ployed.    The  washed  precipitate  of  live  agglutinated  bacteria,  after 
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Protective  fluid. 

Original  serum  I,  0.2  cc  in  0.5  cc 


Exhausted  ** 


Carbonate  extract,  " 


Control 


TABLE  IV 

Culttire  I  106. 

CC. 

0.5  cc 

0.1 

«     it 

U           it 

0.01 
0.001 

tt       it 

0.0001 

it        tt 

0.001 

tt        tt 

0.0001 

tt        tt 

0.00001 

tt        tt 

O.I 

tt        tt 

0.01 

tt        tt 

0.001 

tt       tt 

0.0001 

:c.  in  0.5 

cc. 

O.I 

((          4«           it 

tt 

0.01 

it          tt           it 

tt 

0.001 

tt          tt           tt 

It 

0.0001 

O.OOOOI 
O.OOOOOI 

Result. 

S.     6  days. 
tt      tt    tt 


D., 

tt 
tt 

18  hrs. 
30   '* 
48    '* 

tt 

S. 
D., 
S. 

18    " 

6  days. 
4     " 

6     *' 

D., 

tt 

18  hrs. 
tt     tt 

s. 

6  days 

tt        tt       tt 


D..  30    " 

tt         tt  tt 


being  killed  by  heating  to  56°  C.  for  one-half  hour,  as  well  as  car- 
bonate extracts  therefrom,  protects  susceptible  animals  against  many 
times  the  lethal  dose  of  pneumococcus.  They  are  not  as  potent  as 
precipitates  and  extracts  of  precipitates  formed  from  antipneumo- 
coccus  serum  by  acetone-killed  bacterial  extracts.  It  will  be  seen 
from  Table  IV  that  mice  are  protected  fairly  well  by  both  the  car- 
bonate extract  of  the  precipitate  and  the  residue  of  the  precipitate 
after  removal  of  the  carbonate  extract.  In  no  case  did  the  pre- 
cipitates and  extracts  of  precipitates  of  antipneumococcus  serum, 
treated  with  live  cultures,  protect  as  well  as  the  original  serum. 
The  carbonate  extracts  from  these  precipitates  contain  agglutinins 
and  precipitins  as  well  as  protective  substances. 

The  Development  of  Active  and  Passive  Immunity  to  Pneumococ- 
cus Infection  by  the  Use  of  Antipneumococcus 
Serum  Derivatives. 

The  injection  of  specific  serum  precipitates  and  extracts  of  such 
precipitates  from  antipneumococcus  serum  into  mice  produces  a 
certain  amount  of  active,  as  well  as  passive  immunity  to  pneumo- 
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coccus  infection.  This  is  to  be  expected,  as  the  specific  precipitate 
itself  contains  bacterial  antigen,  and  it  is  presumable  that  in  the 
extracts  of  these  precipitates  a  certain  amount  of  antigen  as  well  as 
antibody  goes  into  solution. 

It  is  well  known  that  the  passive  immunity  conferred  on  mice  by 
the  injection  of  antipneumococcus  serum  is  of  short  duration  and 

TABLE  V. 


ProtecdTe  fluid. 


. .         Culture,  pneu- 
«i;0}iac      niococcut 
No-         Type  !.♦ 


Result. 


_         Culture,  pneu- 

Aiouse      mococcu*         Result. 


No. 


Typel.t 


Whole  serum,  0.2  cc.  in  0.5  cc. 


Whole    precipitate    emulsion. 

0.2  cc  in  0.5  cc 

Whole    precipitate    emulsion, 

0.2  cc.  in  0.5  cc 

Whole    precipitate    emulsion, 

0.2  cc.  in  0.5  cc 

Whole    precipitate    emulsion, 

0.2  cc.  in  0.5  cc 


Carbonate  extract,  0.2  cc.  in 

o.s  cc 

Carbonate  extract,  0.2  cc.  in 

o.s  cc 

Carbonate  extract.  0.2  cc.  in 

o.s  cc 

Carbonate  extract,  0.2  cc.  in 

o.s  cc 


Exhausted  serum.   0.2   cc.   in 

o.s  cc 

Exhausted  serum,   0.2   cc.   in 

0.5  cc 

Exhausted  serum.   0.2  cc.   in 

o.s  cc 

Exhausted  serum.   0.2  cc.  in 

o.s  cc. . . , 

Control 


I 
2 
3 

7 

8 

9 

10 

14 
IS 
16 
17 

22 
23 

24 


29 
30 


cc. 
0.1 

O.OI 
O.OOI 


O.I 

O.OI 

O.OOI 

0.000 1 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.I 

O.OI 

O.OOI 


O.OOOOI 
O.OOOOOI 


D.,  20  hrs. 
S. 


D.. 


20 
24 
44 


,  20 

26  *' 

44  '* 

26  •• 


cc, 

4  0.1 

5  O.OI 

6  O.OOI 


11  0.1 

12  O.OI 

13  O.OOI 

18  0.1 

19  O.OI 

20  O.OOI 

21  O.OOOI 

25  O.I 

26  O.OI 

27  O.OOI 

28  O.OOOI 


D..  18  hrs. 
••  24  *• 
••  48  •• 

S. 

D.,  18  •• 

*'  24  ** 

S. 
<« 

D.,  18  " 
"  2  days. 


31  O.OOOOI    *•  26  hrs. 

32  O.OOOOOI   *•  48  '* 


*  These  cultures  were  given  5  days  later, 
t  These  cultures  were  given  10  days  later. 

usually  disappears  after  a  period  of  seven  days.  On  the  other 
hand,  the  active  immunity  response  of  an  animal  to  the  injection  of 
a  bacterial  antigen  does  not  usually  appear  until  the  period  of  passive 
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immunity  has  passed.  To  determine  the  presence  or  absence  of  pas- 
sive and  active  immunity  in  mice  in  response  to  the  injection  of 
antipneumococcus  serum  and  serum  derivatives,  a  series  of  mice  were 
injected  intraperitoneally  with  0.2  cc.  each  of  ( i )  antipneumococcus 
serum,  (2)  whole  precipitate  derived  from  antipneumococcus  serum, 
(3)  a  carbonate  extract  of  the  whole  precipitate,  and  (4)  exhausted 
serum.  After  intervals  of  five  and  ten  days,  varying  dilutions  of 
live  virulent  cultures  were  injected  intraperitoneally. 

Table  V  shows  that  considerable  passive  immunity  was  con- 
ferred on  mice  by  the  intraperitoneal  injection  of  antipneumococcus 
serum,  which  immunity  persisted  for  at  least  five  days  but  had  dis- 
appeared after  ten  days.  On  the  other  hand,  the  immunity  con- 
ferred by  the  carbonate  extract  persisted  up  to  ten  days  at  least, 
when  the  period  of  passive  immunity  had  presumably  passed.  This 
would  seem  to  indicate  that  some  degree  of  active  immunity  had 
been  produced  by  the  carbonate  extract.  The  mice  treated  with  ex- 
hausted serum  showed,  as  was  to  be  expected,  no  evidence  of  either 
passive  or  active  immunity. 

Of  the  mice  treated  with  whole  specific  precipitate,  all  died  when 
infected  with  pneumococci  five  days  later.  It  is  possible  that  the 
early  disappearance  of  passive  immunity  in  this  case  might  be  due 
to  a  state  of  lowered  resistance  caused  by  the  injection  of  the  large 
amount  of  bacterial  antigen  contained  in  the  whole  precipitate. 
After  ten  days  other  mice  in  this  same  group  showed  a  considerable 
resistance  which  must  be  interpreted  as  due  to  active  immunity.  Ex- 
periments have  been  carried  on  to  learn  whether  the  early  loss  of 
passive  immunity  after  the  injection  of  whole  precipitate,  as  men- 
tioned above,  might  be  prevented  by  preliminary  heating  of  the  bac- 
terial extract  used  for  precipitation.  Heating  the  bacterial  extract 
for  one  hour  at  56^  C.  does  not  injure  its  precipitative  power.  The 
precipitates  formed  with  such  heated  extracts,  however,  showed  no 
differences  from  those  formed  from  unheated  extracts.  The  passive 
immunity  produced  by  the  injection  of  such  precipitates  lasts  no 
longer  than  that  after  the  injection  of  precipitates  formed  with  un- 
heated extracts. 
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TABLE  VI. 

Protective  Experiment  with  a  Fixed  Amount  of  Polyvalent  Serum  or  Serum 

Derivatives  and  Dilutions  of  a  Twenty-Four  Hour  Bouillon  Culture  of 

Pneumococci  of  Type  I  and  Type  II  in  Total  Volume  of  0.5  Cc, 

The  Mixtures  Were  Injected  Intraperitoneally  in  Mice. 

Pol3rvalent  serum  of  Types  I  and  II  +  bacterial  extract  of  Type  I  =  Precipi- 
tate I. 

Poljrvalent  serum,  after  removal  of  Precipitate  I,  +  bacterial  extract  of  Tjrpe 
II  =  Precipitate  II. 

Poljrvalent  serum  +  bacterial  extract  of  Type  II  =  Precipitate  III. 

Poljrvalent  serum,  after  removal  of  Precipitate  III,  +  bacterial  extract  of 
Type  I  =  Precipitate  IV. 

Bacterial  extract  was  added  in  all  cases  until  the  serum  was  exhausted  of 
the  corresponding  agglutinins. 

All  precipitates  were  suspended  in  saline  with  sodium  carbonate  and  heated 
at  42®  C.  for  one  hour,  shaking  gently.  Extracts  of  each  were  used  for  protec- 
tion tests,  diluted  to  the  original  volume  of  serum. 


Protective  fluid. 

Culture 
I  T08. 

Result. 

Culture  II  41. 

Result. 

Original  polyvalent  serum,  0.2 
cc.  in  0.^  cc 

cc. 

0.1 
O.OI 
O.OOI 
O.OOOI 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.OOOOI 
O.OOOOOI 

S.     6  days 

<l            II             M 

D.,  18  hrs. 

•*     3  days 

S.     6     '• 
<<     II     *« 

D.,  18  hrs. 

"    30    " 
••    42    •* 

II    jg    1. 

S.     6  days 

D.,  18  hrs. 
"    24    *' 
S.     6  days 

D..    3     " 

*'    24  hrs. 

cc, 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.I 
O.OI 
O.OOI 
O.OOOI 

O.OOOOI 
O.OOOOOI 

S.     6  days. 
D.,  18  hrs. 
S.     6  days. 

D.,  18  hrs. 

Extract  of  Precipitate  I.  0.2  cc. 
in  0.5  cc 

Extract  of  Precipitate  II,  0.2  cc. 
in  0.5  cc 

"    30    •* 
II    jg    11 

•*    30    •• 

II    jg    11 

Extract  of  Precipitate  III,  0.2  cc. 
in  0.5  cc 

"    30    *• 
"    30    ** 
S.     6  days. 

D.,  18  hrs. 

Extract  of  Precipitate  IV,  0.2  cc. 
in  0.5  cc 

S.     6  days. 
D.,  18  hrs. 

Controls 

"    24    •• 
.1    jg  .11 
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TABLE  VII. 

The  Specificity  of  Agglutinins  Contained  in  Extracts  of  Specific  Precipitates 

from  Polyvalent  Antipneumo coccus  Serum,    The  Extracts  Are  Obtained 

by  Extracting  the  Specific  Precipitates  (Experiment  VI)  in  Saline 

with  Weak  Sodium  Carbonate  +  Heat. 

Polyvalent  serum  +  bacterial  extract  of  Type  I  =  Precipitate  I. 

Poljrvalent  serum,  after  removal  of  Precipitate  I,  +  bacterial  extract  of  Type 
II  =  Precipitate  II. 

Poljrvalent  serum  +  bacterial  extract  of  Type  II  =  Precipitate  III. 

Polyvalent  serum,  after  removal  of  Precipitate  III,  +  bacterial  extract  of 
Type  I  =  Precipitate  IV. 


Original  polyymlent 
I  dilution. 


+  Culture,  pneumococcus 
Type  I. 


ahre. 


24  hrs. 


Original  polyvalent 
serum  dilution. 


+  Culture,  pneumococcus 
Type  II. 


a  hrs. 


24  hrs. 


I  :  I 

I  :S 
I  :  10 
I  :  20 


Extract  of  Precipitate  I  +  Culture  I 

I  :  I 
I  :2.s 
I  :S 

Extract  of  Precipitate  II  +  Culture  I 
S  :  1 
I  :  I 
I  :2.s 
I  :5 

Extract  of  Precipitate  III  +  Culture  I 
S  :  I 
I  :  I 
I  :2.5 
I  :S 

Extract  of  Precipitate  IV  +  Culture  I 


I 
I 

2.5 
5 


+  + 


H-  + 


I  :  I 
I  :5 
I  :  10 
I  :  20 


H-H- 


+  + 


Eztract  of  Precipitate  I  +  Culture  II 
I  :  I 
I  :S 
I  :  10 
I  :  20 

Extract  of  Precipitate  II  +  Culture  II 


S  :  I 
I  :  I 
I  :2.s 


H-  + 


+  + 


Extract  of  Precipitate  III  +  Culture  II 


+  + 


+  + 


S  :  I 
I  :  I 
I  :2.5 
I  :5 


Extract  of  Precipitate  IV  -f  Culture  II 

5  :  I 

I  :  I 

I  :2.s 

I  :5 


All  agglutination  tests  are  done  by  the  macroscopic  method,  0.3  cc.  of  twenty- 
four  hour  broth  culture +  0.3  cc.  of  the  serum  or  extract  dilution  being  used. 
Readings  arc  made  after  2  hours  in  the  water  bath  at  38®  C.  and  after  24  hours 
on  ice.    If  agglutination  occurs  it  is  usually  apparent  in  5  minutes. 
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TABLE  VIII. 

The  Specific  Adsorption  of  Agglutinins  from  a  Polyvalent  Pneumococcus 

Immune  Serum  by  Use  of  Live  Washed  Cultures  of  the  Pneumococcus 

and  the  Dissociation   of   These  Agglutinins  from   the  Specific 

Precipitates,    Live    Washed  Cultures  of  Pneumococci  of 

Type  I  and   Type  II   Were    Used  in   Obtaining   the 

Precipitates  and  Extracts  from  a  Polyvalent 

Antipneumococcus  Serum. 

Pol3rvalent  serum  +  live  culture  of  pneumococcus  Type  I  =  Precipitate  I. 

Poljrvalcnt  serum,  after  removal  of  Precipitate  I,  +  live  culture  of  pneumo- 
coccus Type  II  =  Precipitate  II. 

Poljrvalent  serum  +  live  culture  of  pneumococcus  Type  II  =  Precipitate  III. 

Poljrvalent  serum,  after  removal  of  Precipitate  III,  +  live  culture  of  pneu- 
mococcus Type  I  =  Precipitate  IV. 

All  precipitates  were  heated  for  one-half  hour  at  56®  C,  and  extracted  with 
saline  +  carbonate. 

The  extracts  were  used  for  agglutination  tests. 


Dilution  of 


Culture  I. 


a  hrs. 


94  hrs. 


Dilution  of  serum. 


Culture  II, 


s  hrs. 


94  hrs. 


Polyvalent  serum  after  removal  of  Precipitate  I  by  live  culture  of  pneumococcus 

Type  I. 


I  :  I 

I  :S 
I  :  10 
I  :  20 


I  :  I 

I  :S 
I  :  10 
I  :  20 


Polyvalent  serum  after  removal  of  Precipitate  III  by  live  culture  of  pneumo- 
coccus Type  II. 


I  :  I 
I  :S 
I  :  10 
I  :  20 


+ 


I  :  I 

I  :5 
I  :  10 
I  :  20 


Extract  I. 


Extract  II. 


Culture  I . . 
II. 


2  hrs.       I      94  hrs. 


+ 


Culture  I . . 
II. 


zhrs. 


94  hrs. 


Extract  III. 

Extract  IV. 

9  hrs. 

94  hrs. 

9  hrs. 

94  hrs. 

Culture  I 

+ 

+ 

Culture  I 

+ 

+ 

II 

II 
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The  Specific  Adsorption  of  Immune  Substances  from  Polyvalent 
Serum  by  Bacterial  Extracts  and  Live  Bacteria. 

A  polyvalent  antipneumococcus  serum  may  be  specifically  ex- 
hausted of  its  immune  bodies  for  one  of  the  types  of  pneumococcus 
by  the  addition  of  a  bacterial  extract  of  the  corresponding  type. 
The  immune  substances  of  the  other  type  remain  intact  and  can  be 
removed  subsequently  by  the  addition  of  the  appropriate  antigen 
(Tables  VI  and  VII).  During  the  process  of  fractional  precipita- 
tion the  titer  of  the  immime  bodies  is  somewhat  diminished.  This 
diminution  may  be  accounted  for  partly  by  the  loss  of  precipitate 
incident  to  the  manipulation  in  washing,  and  partly  by  the  supposi- 
tion that  the  antigen-antibody  combination  is  only  partially  disso- 
ciated. Table  VIII  shows  that  the  specific  agglutinins  may  be  re- 
moved in  like  manner  from  the  polyvalent  serum  by  the  use  of  liv- 
ing pneumococci  in  place  of  bacterial  extracts. 

Nature  of  the  Union  between  Precipitin  and  Precipitinogen. 

In  the  above  detailed  experiments  it  has  been  shown  that  the  pro- 
tective substances  in  antipneumococcus  serum  can  be  removed  spe- 
cifically by  precipitation  with  an  extract  of  the  homologous  type  of 
pnetimococcus,  and  that  this  precipitate,  when  suspended  in  salt  so- 
lution and  injected  into  susceptible  animals,  will  protect  them  against 
many  times  the  lethal  dose  of  pneumococcus. 

It  has  been  further  shown  that  the  union  between  the  bacterial 
extract  (precipitinogen)  and  the  immune  substances  in  the  serum 
can  be  to  some  extent  disunited  by  suitable  chemical  and  physical 
agents. 

•  The  following  observations  which  we  have  made  suggest  strongly 
that  in  the  formation  of  the  precipitate  an  actual  union  occurs  be- 
tween the  precipitin  of  the  serum  and  precipitinogen  of  the  bacterial 
extract.  If,  before  adding  the  precipitinogen  to  the  serum,  the 
latter  be  heated  at  60°  C.  for  an  hour,  no  precipitation  takes  place. 
Nor  can  the  precipitin  be  reactivated  by  the  addition  of  unheated 
normal  serum.  This  fact,  that  precipitins  are  inactivated  by  heat, 
and  then  cannot  be  reactivated  by  fresh  serum,  has  already  been 
demonstrated  by  Pick  (14)  and  Kraus  and  von  Pirquet  (15).    That 
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a  union,  however,  has  occurred  between  the  precipitin  and  precipi- 
tinogen, even  in  the  absence  of  precipitate,  is  made  evident  by  the 
fact  that  if  to  a  mixture  of  bacterial  extract  and  heated  immune 
serum  fresh  unheated  immune  serum  be  added,  no  precipitate  occurs. 
The  most  Hkely  explanation  is  that  the  precipitable  substance  is  al- 
ready saturated  with  the  inactivated  precipitins. 

By  suitable  extraction  methods  as  shown  above,  an  apparent  dis- 
sociation of  antigen  and  antibody  occurs.  It  seems  likely,  however, 
that,  although  a  dissociation  has  occurred,  and  the  agglutinins  and 
protective  substances  have  been  set  free,  a  permanent  change  has 
occurred  in  the  precipitinogen,  for  when  fresh  immune  serum  is 
added  to  the  extracts  of  the  specific  precipitates,  even  if  the  latter 
be  concentrated,  no  fresh  precipitate  forms. 

DISCUSSION. 

These  studies  suggest  that  the  use  of  precipitate  extracts,  pre- 
pared as  described,  may  offer  certain  advantages  over  the  use  of 
whole  serum  in  the  treatment  of  lobar  pneumonia,  since  the  extracts 
possess  practically  the  entire  immunizing  and  protective  power  of 
immune  serum,  and  yet  contain  a  very  small  fraction  of  the  serum 
proteins.  The  patient  may  thus  be  relieved  of  the  strain  incident  to 
the  metabolism  of  the  large  amounts  of  protein  contained  in  the 
large  quantities  of  serum  which  it  is  now  necessary  to  employ.  It 
is  altogether  probable,  moreover,  that  the  symptoms  of  serum 
sickness,  which  so  frequently  follow  the  use  of  large  amounts  of 
serum,  may  be  lessened,  if  not  prevented  entirely,  by  the  use  of  pre- 
cipitate extracts.  The  precipitates  and  extracts  of  precipitates  are 
still  able  to  produce  the  phenomena  of  anaphylaxis  and  serum  sick- 
ness, however,  as  is  shown  by  the  fact  that  in  guinea  pigs  sensitized 
to  horse  serum,  acute  anaphylactic  death  may  be  induced  by  the 
injection  of  precipitates  or  precipitate  extracts.  To  produce  this 
phenomenon,  however,  fairly  large  amounts  of  these  substances  are 
required. 

The  extracts  of  precipitates,  moreover,  may  have  an  additional 
advantage  over  serum  alone  in  treatment,  in  that,  in  addition  to 
conferring  passive  immunity,  they  also  induce  the  production  of 
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some  degree  of  active  immunity.  While  the  active  immunity  be- 
comes evident  at  so  late  a  period  that  in  acute  lobar  pneumonia  it 
could  not  be  of  much  therapeutic  importance,  yet  in  other,  more 
chronic  infections,  a  similar  active  reaction  induced  by  suitable' 
extracts  might  prove  of  value. 

CONCLUSIONS. 

1.  The  protective  substances  contained  in  specific  precipitates 
from  antipneumococcus  serum  can  be  extracted  by  suitable  chemical 
and  physical  agents,  dilute  sodium  carbonate  at  42°  C.  being  espe- 
cially advantageous  as  an  extractive  agent. 

2.  The  resulting  water-clear  extracts,  when  made  up  to  the  orig- 
inal volume  of  the  serum  used  for  precipitation,  protect  animals  al- 
most as  well  as  does  the  whole  serum. 

3.  The  bacterial  extracts  used  in  precipitating  the  protective  sub- 
stances from  the  serum  act  specifically ;  that  is,  a  bacterial  extract  of 
pneumococcus  of  Type  I  removes  the  protective  substances  from 
a  Type  I  immune  serum  only. 

4.  In  ^  polyvalent  serum  of  Type  I  and  Type  II,  the  protective 
substances  of  each  type  may  be  removed  independently  of  each  other 
by  the  successive  addition  of  the  homologous  antigens. 

5.  Extracts  of  specific  serum  precipitates  contain  only  one-fiftieth 
to  one-sixtieth  of  the  protein  in  the  original  serum,  and  about  one- 
half  the  protein  of  the  whole  precipitate. 

6.  Extracts  contain  not  only  protective  substances  but  agglutinins 
and  precipitins. 

7.  Extracts  and  whole  precipitates  not  only  confer  passive  im- 
munity but  stimulate  the  production  of  active  immunity  to  pneumo- 
coccus infection  in  rabbits  and  mice. 
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THE  ACTION  OF  ETHYLHYDROCUPREIN  (OPTOCHIN) 
ON  TYPE  STRAINS  OF  PNEUMOCOCCI  IN 
VITRO  AND  IN  VIVO,  AND  ON 
SOME  OTHER  MICRO- 
ORGANISMS IN 
VITRO. 

By  henry  F.  MOORE,  M.B.,  B.Ch.,  B.A.O. 

(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research,) 

(Received  for  publication,  May  25,  191 5.) 

In  191 1  Morgenroth  and  Levy  (i)  introduced  the  drug  ethylhy- 
drocuprein  (optochin) ,  a  derivative  of  hydroquinine,  in  the  treatment 
of  experimental  pneumococcic  infection.  Subsequent  tests  have,  as 
a  rule,  shown  the  compound  to  possess  a  parasiticidal  effect  on  the 
pneumococci.  In  the  experiments  so  far  reported,  different  strains 
of  pneumococci,  chosen  more  or  less  at  hazard,  were  studied;  no 
attempt,  however,  has  been  made  to  investigate  the  action  of  the 
drug  on  type  strains  of  the  various  groups  of  pneumococci.  It 
seemed  of  interest  to  investigate  the  action  of  the  drug  from  this 
viewpoint. 

Neufeld  (2)  showed  that  strains  of  pneumococci  differed  among  themselves 
in  respect  to  their  immunity  reactions  (protective  bodies).  The  investigations 
of  G>le  (3)  and  of  Dochez  and  Gillespie  (4)  have  resulted  in  a  serological  classi- 
fication of  the  pneumococci.  It  has  been  shown  by  these  authors  that  the  pneumo- 
cocci can  be  divided  into  at  least  four  groups.  The  organisms  of  Groups  I  and 
II  are  specific  in  their  immunity  reactions;  that  is,  an  immune  serum  produced 
against  any  member  of  Group  I  has  a  specific  protective  action  against,  and  a 
specific  agglutinative  action  on,  any  member  of  Group  I,  but  has  no  effect  on 
any  members  of  Groups  II,  III,  or  IV.  Similarly,  a  serum  immune  to  any  mem- 
ber of  Group  II  will  react  in  the  same  way  with  all  members  of  that  group,  but 
not  with  any  members  of  Groups  I,  III,  or  IV.  In  Group  III  are  included  all 
members  of  the  Pneutnococcus  mucosus  type.  To  Group  IV  belong  all  pneu- 
mococci not  belonging  to  Groups  I,  II,  or  III.  A  serum  immune  t^  any  member 
of  Group  IV  exhibits  protective  and  agglutinative  reactions  with  the  strain  used 
for  its  production,  but  in  no  instance  with  any  other  member  of  Group  IV  or 
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with  any  member  of  the  other  three  groups.    Lister  (5)  has  arrived  at  a  some- 
what similar  classification  from  opsonic  studies. 

EXPERIMENTAL. 

The  pneumococci  used  in  the  present  study  were  representative 
of  these  four  serological  groups  and  were  obtained  from  the  Hos- 
pital of  The  Rockefeller  Institute,  with  the  exception  of  the  micro- 
organism designated  as  South  Africa  (9),  which  was  obtained 
from  the  South  African  Institute  for  Medical  Research;  this  or- 
ganism has  been  placed  in  a  fifth  group  by  Lister  (5)  as  a  result 
of  his  opsonic  studies.  All  strains  of  pneumococci  used  in  the 
present  study  were  isolated  from  cases  of  human  pneumonia,  except 
those  called  I  Les  and  II  White,  which  were  obtained  from  cases 
of  pneumococcal  meningitis  by  lumbar  puncture. 

The  Action  of  Ethylhydrocuprein  in  Vitro. 

Wright  (6)  has  shown  that  the  action  of  ethylhydrocuprein  hy- 
drochloride on  pneumococci  in  vitro  is  only  slightly  lessened  by  the 
presence  of  serum,  while  with  antiseptics  such  as  lysol  and  cresol, 
under  similar  conditions,  the  contrary  is  the  case.  Tugendreich 
and  Russo  (7)  have  shown  that  the  hydrochloride  of  the  drug  in 
a  concentration  of  i  in  16,000  kills  the  pneumococcus  in  zntro  in 
three  hours  at  room  temperature,  and  that  it  is  much  more  potent 
in  this  respect  than  the  hydrochlorides  of  the  homologous  com- 
pounds: isopropyl,  isobutyl,  and  isoamylhydrocuprein ;  this  su- 
periority is  even  more  marked  over  quinine  and  hydroquinine.  In 
the  present  study  the  action  of  ethylhydrocuprein  hydrochloride  on 
type  strains  of  the  different  groups  of  pneumococci  was  worked  out 
and  compared  with  that  on  other  microorganisms  under  similar 
conditions. 

Technique, — ^A  solution  of  the  drug  was  made  in  broth  and  ster- 
ilized by  boiling  or  filtration  through  a  Berkefeld  filter.  Various 
dilutions  of  this  stock  solution  were  made;  to  2  cc.  of  each  dilution 
in  a  test-tube  o.i  cc.  of  a  24  hour  broth  culture  was  added  and 
the  tubes  were  incubated  for  18  hours  at  37°  C.  At  the  end  of 
this  period  the  tubes  were  examined,  and  the  results,  as  regards 
growth  or  inhibition  of  growth,  noted;  a  large  loopful  of  the  two 
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lowest  dilutions  showing  growth  macroscopically,  and  of  all  tubes 
showing  no  growth,  was  in  each  case  plated  in  about  12  cc.  of 
blood  agar  and  incubated.  The  concentration  of  the  drug  was 
thus  enormously  diluted.  The  plates  were  examined  at  the  end  of 
24  hours  and  again  at  the  end  of  48  hours.  Thus,  one  could  dif- 
ferentiate between  an  inhibitory  effect  of  the  drug  on  the  growth 
of  the  microorganism  and  actual  death.  Some  typical  results  are 
given  in  Table  I. 

Explanation  of  Tables. — In  the  top  row  the  Roman  numeral 
stands  for  the  serological  group  to  which  the  strain  of  pneumo- 
coccus  belongs;  a  letter  and  number  in  brackets,  if  present,  denote 
the  particular  strain;  the  Arabic  number  represents  the  number  of 
animal  passages  of  the  strain  and  the  exponent  the  number  of  cul- 
tivations on  artificial  medium  since  the  last  animal  passage.  In  the 
remaining  two  rows  each  number  represents  the  greatest  dilution 
in  which  the  growth  of  the  corresponding  microorganism  was  in- 
hibited or  killed,  as  the  case  may  be.  In  the  case  of  the  pneumo- 
cocci the  range  of  dilutions  of  the  drug  examined  was  as  follows : 
I  in  10,000;  I  in  20,000;  i  in  50,000;  i  in  100,000;  i  in  50o,ocx>;  i 
in  1,000,000;  and  i  in  10,000,000. 

From  the  results  given  in  Table  I  it  is  seen  that  ethylhydrocuprein 
hydrochloride  causes  in  very  high  dilutions,  in  vitrp,  an  inhibition 
of  growth,  and  death  of  the  pneumococcus,  the  latter  occurring,  gen- 
erally speaking,  in  somewhat  lower  dilutions ;  and  that  no  constant  or 
considerable  differences  are  seen  in  these  effects  on  typical  repre- 
sentatives of  the  four  groups  of  pneumococci, 

It  was  thought  of  interest  to  compare  the  action  on  pneumococci 
with  that  on  other  organisms,  more  especially  streptococci.  The 
results  are  set  forth  in  Table  II. 

Description  of  the  Microorganisms  Mentioned  in  Table  IL 

Streptococcus  i  was  a  non-hemolytic  streptococcus  cultivated  by  Dr.  Beattie 
from  a  case  of  rheumatic  fever.  The  culture  used  was  obtained  from  the  Bac- 
teriological Department  of  the  Museum  of  Natural  History,  New  York. 

Streptococci  5  and  7  were  two  different  strains  of  non-hemolj^tic  streptococci 
obtained  from  the  Pathological  Department  of  Mt.  Sinai  Hospital,  New  York. 
They  were  cultivated  from  the  blood  of  patients  suffering  from  sabacute 
endocarditis. 
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Streptococcus  8  was  a  laboratory  strain  of  hemolytic  streptococcus. 

Streptococcus  59  was  a  green-producing,  non-hemolytic  streptococcus  culti- 
vated by  Dr.  H.  F.  Swift  from  the  blood  of  a  patient  suffering  from  rheumatic 
pericarditis. 

None  of  these  strains  had  a  capsule,  fermented  inulin,  or  was  bile-soluble. 

The  Streptococcus  mucosus  was  a  diplococcus  growing  in  short  chains;  it 
showed,  with  His's  stain,  a  well  defined  capsule  in  the  body  fluids  of  an  infected 
animal;  it  was  not  bile-soluble;  it  was  pathogenic  for  mice,  causing  a  sticky 
exudate  in  the  peritoneal  cavity ;  it  did  not  ferment  inulin ;  on  cultivation  for  a 
few  passages  on  blood  agar  the  growth,  which  was  previously  moist  on  solid 
media,  became  dry  in  character. 

The  streptococcus  strains  called  R  and  C  were  isolated  from  normal  sputum 
and  were  mucous  in  type ;  that  is,  they  gave  a  mucoid  growth  on  blood  agar  and 
possessed  a  capsule ;  these  qualities  were,  however,  lost  after  a  few  passages  on 
artificial  media.    Neither  was  bile-soluble,  and  neither  fermented  inulin. 

From  Table  II  it  is  seen  that  the  action,  if  any,  of  ethylhydro- 
cuprein,  in  the  dilutions  examined,  on  the  microorganism  mentioned 
therein  was  considerably  less  than  that  on  the  pneumococci. 

The  action  in  vitro  of  the  hydrochloride  of  quinine  (from  which 
ethylhydrocuprein  is  derived)  on  pneumococci  and  on  some  other 
microorganisms  is  shown  in  Table  III.  It  is  seen  therefrom  that, 
while  the  action  of  quinine  hydrochloride  is  greater  on  the  pneu- 
mococci than  on  the  other  bacteria,  this  action  is  far  less  in  the 
former  case  than  that  of  optochin. 

The  Action  of  Ethylhydrocuprein  {Optochin  Base)  on  Represen- 
tatives of  the  Four  Groups  \of  Pneumococci  in  Vivo, 
Owing  to  the  fact  that  certain  biochemical  relationships  (such  as 
bile  solubility)  exist  between  trypanosomes  (8)  and  spirilla  (9), 
on  the  one  hand,  and  the  pneumococci  (10)  alone  among  the  Co- 
cace(P,  on  the  other,  Morgenroth  (i)  investigated  the  action  on 
the  pneumococci  of  that  group  of  compounds  which  has  given  re- 
sults in  the  therapy  of  trypanosomal  and  spirillar  infections; 
namely,  quinine  and  its  derivatives. 

Morgenroth  and  Levy  showed  that  ethylhydrocuprein  (a  derivative  of  hydro- 
quinine)  exerted  a  considerable  protective  action,  and  a  certain  degree  of  curative 
action  (i)  on  experimental  pneumococcal  infection  in  the  mouse.  Later  Gut- 
mann  (11)  and  Morgenroth  and  Kaufmann  (12)  reported  experiments  in  which 
this  protective  action  on  several  strains  of  pneumococci  was  shown.  Levy  (13) 
studied  the  curative  effect  of  the  drug  on  pneumococcal  infection  of  the  mouse 
by  a  strain  of  Pneumococcus  mucosus,  an  interval  of  from  two  to  six  hours 
having  been  allowed  to  elapse  between  the  intraperitoneal  infection  and  the  first 
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administration  of  the  drug.  The  dosage  of  the  infection  does  not  seem  to  have 
been  accurately  measured  in  Lev3r's  experiments,  nor  do  the  results  seem  to  have 
been  checked  by  autopsy;  an  eflfect  of  the  drug,  however,  on  the  infection  can 
be  seen ;  of  i6  mice,  lo  survived  up  to  the  8th  day,  when  the  observation  was  dis- 
continued.   This  work  is  summarized  by  Rosenthal  (14). 

So  far,  the  strains  studied  in  this  connection  were  chosen  more 
or  less  at  haphazard,  no  attempt  having  been  made  to  study  strains 
of  pneumococci  in  relation  to  classification.  In  the  following  ex- 
periments typical  representatives  of  the  four  groups  of  pneumo- 
cocci were  used. 

Technique, — A  2  per  cent  solution  of  the  free  base  ethylhydro- 
cuprein (optochin  base)  was  made  in  sterile  olive  oil  by  rubbing 
up  in  a  mortar  and  standing  the  product  so  obtained  in  the  incu- 
bator at  37°  C.  over  night.  Mice  of  18  grams'  weight  and  upwards 
were  used.  The  infection  was  given  in  a  constant  volume  of  i  cc. 
of  broth  intraperitoneally.  The  treatment  consisted  of  0.5  cc.  of 
the  2  per  cent  optochin  base  solution  in  oil  (calculated  in  every 
case)  per  20  grams  of  mouse  given  under  the  skin  of  the  back  imme- 
diately after  the  infection ;  this  was  followed  by  an  equal  dose  on 
the  second  day  of  the  experiment,  and  by  0.4  cc.  per  20  grams  of 
mouse  on  the  third  and  fourth  days.  The  mice  were  observed  for 
a  period  of  from  10  to  14  days.  An  autopsy  was  performed  on  every 
mouse  that  succumbed  (whether  a  treated  animal  or  a  control), 
and  the  heart's  blood,  and  peritoneal  fluid  if  necessary,  were  ex- 
amined in  a  smear  preparation.  Gram's  stain  and  His's  capsule  stain 
being  used.  If  no  Gram-positive  and  capsule-bearing  bacteria 
were  found  in  the  smear  by  these  methods,  cultures  were  made  on 
defibrinated  rabbit  blood  agar  with  abundant  inoculation,  incu- 
bated for  24  hours  at  37°  C,  and  then  examined. 

In  tabulating  the  results  the  graphic  method  recommended  by 
Morgenroth  is  employed.  In  the  text-figures  each  square  denotes 
one  experimental  animal ;  a  black  square  indicates  death  from  pneu- 
mococcal septicemia;  a  white  square,  survival;  an  oblique  cross 
denotes  that  the  animal  died,  but  that  the  examination  of  the  heart's 
blood  was  negative,  in  which  instance  death  was  apparently  caused 
by  the  toxicity  of  the  drug,  the  infecting  pneumococci  having  been 
first  killed  off  by  its  action  ;^  and,  finally,  a  square  subdivided  into 

^  Morgenroth  pointed  out  that  the  toxic  dose  for  mice  is  not  far  removed 
from  the  curative  dose. 
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six  smaller  ones  denotes  that  the  animal  was  sick  at  the  time  of 
observation  (Text-fig.  i). 

SURVIVAL 

^  DEATH  rROMTcaaciTY  or  nRUG 

gSICK 

^BEXTH  nan  pneumococcal  septicaemia 
Text-Fig.  i.    Explanation  of  the  method  used  in  the  text-figures. 

The  condition  of  the  animals  is  first  given  in  the  diagram  on  the 
second  day  of  the  experiment ;  that  is,  24  hours  after  the  infection 
and  first  treatment;  consequently,  the  first  diagram  in  each  experi- 
ment is  marked  2d  day. 

The  minimum  lethal  dose  of  the  infecting  microorganism  was  in 
each  case  determined  for  forty-eight  hours  unless  otherwise  stated ; 
in  all  cases  that  dose  was  taken  as  the  m.  1.  d.  which  was  with  cer- 
tainty fatal  within  the  time  limit  stated  for  several  mice.  In  case 
of  doubt  reestimations  were  made.  With  this  statement  it  is  un- 
necessary to  give  the  estimations  in  detail. 

Throughout  the  observations  the  mice  were  kept  at  about  75°  F.^ 
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Text-Fig.  2.  Experiment  i.  Strain  I  106.*  The  m.I.d.  was  0.000,000,001  cc. 
(48  hrs.).  The  infecting  doses  used:  10  m.I.d.  (Column  A);  1,000  m.I.d. 
(Column  B).    Column  C,  controls   (untreated). 

2  The  toxicity  of  the  drug  is  said  to  be  greater  when  the  animals  are  kept 
exposed  to  cold. 
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Comment  on  Experiment  i, — (Text-fig.  2.)  Of  the  6  treated 
animals  infected  with  10  times  the  m.  1.  d.,  2  died  of  toxicity,  the 
heart's  blood  at  autopsy  being  sterile ;  while  the  remaining  4  animals 
remained  permanently  well;  of  those  infected  with  1,000  times  the 
m.  1.  d.  and  treated,  i  died  of  toxicity  (showing  sterile  heart's 
blood  at  autopsy),  and  the  remaining  4  of  pneumococcal  septicemia; 
the  last  mentioned  4  animals,  however,  survived  much  longer  than 
the  untreated  controls. 

This  microorganism  was  of  extraordinarily  high  virulence  for 
mice,  it  having  had  106  animal  passages.  The  m.  1.  d.  above  stated 
was  regularly  fatal  and  showed  6  to  14  colonies  when  plated* 
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Text-Fig.  3.  Experiment  2.  Strain  I  (B42)i«.  The  m.l.d.  was  o.ooi  cc. 
The  infecting  doses  used:  10  m.l.d.  (Column  A)  ;  100  m.l.d.  (Column  B)  ;  5CX> 
m.l.d.  (Column  C).    Column  D,  controls  (untreated). 

Comment  on  Experiment  2, — (Text-fig.  3.)  This  strain  was 
relatively  much  less  virulent  than  the  previous  one.  A  dose  of 
o.ooi  cc.  or  o.oi  cc.  was  always  fatal  within  4  to  5  days,  but  some- 
times the  animals  infected  with  the  larger  of  these  doses  survived 
those  infected  with  the  smaller  by  a  day.  In  view  of  the  protracted 
course  of  the  infection  in  this  case  the  time  limit  for  the  m.  1.  d. 
was  judged  as  5  days.  Of  those  animals  injected  with  10  times 
the  m.  1.  d.  only  i  died  of  pneumococcal  septicemia,  all  the  others 
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surviving.  Of  those  injected  with  lOO  times  the  m.  1.  d.  i  survived; 
2  died  of  toxicity;  and  2  of  pneumococcal  septicemia,  but  later  than 
the  controls. 
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Text-Fig.  4.  Experiment  3.  Strain  II  34^®.  The  m.l.d.  was  o.ooo/xx),ooi  cc. 
(48  hrs.)-  The  infecting  doses:  10  m.l.d.  (Column  A)  ;  100  m.l.d.  (Column  B). 
Column  C,  controls  (untreated). 

Comment  on  Experiment  j. — (Text-fig.  4.)  Of  the  4  animals 
infected  with  10  times  the  m.  1.  d.  and  treated,  i  died  on  the  6th 
day  of  pneumococcal  septicemia  and  3  survived.  Of  the  5  infected 
with  100  times  the  m.  1.  d.  and  treated,  3  died  of  pneumococcal  sep- 
ticemia and  I  survived ;  the  remaining  animal  died  of  toxicity.  On 
plating  the  m.  1.  d.,  6  to  12  colonies  resulted.  This  strain  was  one 
of  very  high  virulence,  notwithstanding  the  fact  that  it  had  under- 
gone nineteen  artificial  cultivations  since  the  last  animal  passage. 
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Text-Fig.  5.  Experiment  4.  Strain  II  (B21)  32.  The  m.l.d.  was  0.0,000,001 
cc.  (fatal  in  4  days).  Dose  used:  1,000  m.l.d.  (Column  A).  Column  B,  con- 
trols (untreated). 
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Comment  on  Experiment  4, — (Text-fig.  5.)  If  the  m.  1.  d.  is 
judged  to  kill  in  4  days,  4  mice  out  of  6  infected  with  1,000  times 
the  m.  1.  d.  survived  the  controls  permanently.  Of  the  2  given  in 
Text-fig.  5  as  dying  of  toxicity  the  heart's  blood  of  i  was  sterile, 
and  a  Gram-negative  bacillus  was  recovered  from  that  of  the  other, 
but  no  pneumococci. 
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Text-Fig.  6.  Experiment  4  a.  Strain  II  ( B21 )  2^*.  The  m.ld.  was  o.oi  cc  (48 
hrs.).  Doses  used:  i  m.ld.  (Column  A);  50  m.I.d.  (Column  B).  Column  C, 
controls  (untreated). 

Comment  on  Experiment  4  a. — (Text-fig.  6.)  In  this  experi- 
ment I  animal  represented  in  Column  A  (i  m.  1.  d.)  and  i  in 
Column  B  (50  times  the  m.  1.  d.)  died  on  the  8th  and  loth  days, 
respectively,  the  heart's  blood  showing  on  examination  a  Gram- 
negative  bacillus  but  no  pneumococci.  As  we  were  troubled  with 
mouse  typhoid  at  this  time,  this  was  probably  the  cause  of  death. 
5  animals  survived,  2  died  of  pneumococcal  septicemia,  and  i  of 
toxicity. 
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Text-Fig.  7.  Experiment  5.  Strain  III  ( A66)  I2«.  The  m.I.d.  was  0.000,000,001 
cc.  (48  hrs.).  Doses  used:  10  m.I.d.  (Column  A)  ;  100  m.I.d.  (Column  B)  ;  1,000 
m.I.d.  (Column  C).    Column  D,  controls  (untreated). 


Digitized  by 


Google 


Henry  F.  Moore, 


281 


Comment  on  Experiment  5. — (Text-fig.   7.)     The  Strain  III 
(A  66)  12®  was  a  very  virulent  one.     The  m.  1.  d.,  0.000,000,001 
cc.   of   a   24   hour  broth  culture,   when   plated   on   blood   agar, 
showed  on  incubation  at  least  15  typical  colonies.    The  animal  rep- 
resented by  the  upper  segment  of  Column  C  was  found  almost 
completely  eaten  by  its  fellows  on  the  6th  day ;  no  autopsy  could  be 
done,  consequently  the  cause  of  death  is  somewhat  doubtful.   After 
the  6th  day  no  further  deaths  occurred  in  this  series.     5  out  of  10 
animals  injected  with  10  times  the  m.  1.  d.  survived;  3  died  of 
pneumococcal  infection,  and  2  of  toxicity  (giving  a  sterile  heart's 
blood).     Of  3  injected  with  100  times  the  m.  1.  d.  2  survived,  and 
the  remaining  animal  succumbed  to  the  infecting  pneumococci.     Of 
those  injected  with  1,000  times  the  m.  1.  d.  none  survived. 
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Text-Fig.  8.  Experiment  6.  Strain  III  (£22)128.  The  m.l.d.  (0.000,001  cc.) 
was  fatal  in  48  hrs.  0.00,000,001  cc.  of  a  broth  culture  was  observed  to  be  regu- 
/arJy  fatal  within  four  days;  the  m.l.d.  was  not,  however,  at  the  time  of  this 
experiment  determined  for  a  longer  period  than  48  hrs.;  consequently  the  dose 
of  0.000,001  cc  was  probably  considerably  greater  than  the  m.l.d.  for  a  mouse. 
Column  A,  i  m.l.d.  (0.000,001  cc.  (48  hrs.)).  Column  B,  10  m.l.d.  (0.00,001  cc. 
(48  hrs.)).    Column  C,  controls,  i  m.l.d.  (untreated). 

Comment  on  Experiment  6. — (Text-fig.  8.)     Among  the  treated 

animals  no  death  occurred  up  to  the  loth  day  when  observation 

was  discontinued,     i  animal  of  the  series  died  of  toxicity,  and  none 

of  pneumococcal  septicemia.^ 

'Further  experience  with  this  strain  has  shown  it  to  be  more  susceptible  to 
the  action  of  ethylhydrocuprein  in  vivo  than  any  other  strain  of  pneumococcus 
examined  by  us.  We  have  been  able  with  the  drug  to  protect  against  10,000 
times  the  m.l.d. 
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Text-Fig.  9.  Experiment  7.  Strain  IV  M.4».  The  m.ld.  was  0.00,000,001  cc. 
of  a  24  hr.  broth  culture.  Dose  used:  10  m.l.d.  (Column  A).  Column  B,  con- 
trols (untreated). 

Ciomment  on  Experiment  7. — (Text-fig.  9.)  No  further  deaths 
occurred  after  the  4th  day.  Of  8  animals  injected  with  10  times 
the  m.  1.  d.  and  treated,  2  died  of  toxicity  and  6  survived.  This 
was  an  unusually  virulent  strain  of  Group  IV.  The  virulence,  how- 
ever, rapidly  fell  oflF  on  artificial  cultivation. 
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Text-Fig.  10.  Experiment  8.  Strain  South  Africa  (9).$^.  The  m.l.d.  was 
o.oi  cc  Doses  used:  10  m.l.d.  (Column  A)  ;  20  m.l.d.  (Column  B)  ;  50  m.ld. 
(Column  C).    Column  D,  controls  (untreated). 

Comment  on  Experiment  8. — (Text-fig.  10.)  Of  the  mice  in- 
fected with  10  times  the  m.  1.  d.  and  treated  all  survived;  of  those 
infected  with  20  times  the  m.  1.  d.  and  treated  only  i  died  of  pneu- 
mococcal septicemia,  all  the  others  surviving;  all  those  infected 
with  50  times  the  m.  1.  d.  and  treated  survived.  The  controls  in- 
fected with  I  m.  1.  d.  all  died  within  48  hours. 
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Text-Fig.  ii.  Experiment  9.  Strain  IV  (S  10) 31®.  The  m.l.d.  was  0.01  cc 
(48  hrs.)-  Dose  used:  10  m.id.  (Column  A)  ;  50  m.l.d.  (Column  B).  Column 
C  controls,  i  m.l.d.  (untreated). 

Comment  on  Experiment  p. — (Text-fig.  11.)  Of  the  5  animals 
infected  with  i  m.  1.  d.  and  treated  2  survived,  and  3  died  of  toxicity. 
From  the  heart's  blood  of  one  of  these  latter  a  Gram-negative 
bacillus  was  recovered.  One  died  of  pneumococcal  septicemia. 
Both  the  animals  infected  with  50  times  the  m.  1.  d.  and  treated 
recovered. 

DISCUSSION. 

The  results  of  the  present  study  agree,  in  the  main,  with  those 
of  the  other  workers  mentioned.  We  have  not  had  in  our  experi- 
ments such  a  large  percentage  of  cures  as  is  claimed  by  Morgen- 
roth,  namely  90  to  100  per  cent ;  nor  have  we  seen  any  definite  pro- 
tective action  of  optochin  in  vivo  with  an  amount  of  infection 
greater  than  1,000  times  the  m.  1.  d.  of  a  highly  virulent  strain.** 
Moreover,  the  greater  the  virulence  of  the  strain  (by  passage 
through  mice)  the  greater  was  the  difficulty  in  protecting  against 
increasing  multiples  of  the  m.  1.  d.  Constant  results  are  difficult  to 
obtain  in  the  mouse,  owing  to  the  repeated  injections  apparently 
causing  the  animals  a  considerable  degree  of  traumatism  and  con-- 
sequently  rendering  them  liable  to  intercurrent  troubles.  This 
was  true  of  an  epidemic  of  mouse  typhoid  which  tended  to 
obscure  the  results.  The  relative  toxicity  of  the  drug  for  mice  is 
another  factor  which  tends  to  render  results  not  quite  clear.  Olive 
oil,  the  vehicle  in  which  the  drug  is  given,  does  not  undergo 
absorption  for  a  week  or  more,  and  the  disturbance  to  the  tissues 
caused  by  the  repeated  injections  of  this  inert  body  seems  to  afford 

*  See  page  281,  footnote  3. 
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a  suitable  nidus  for  the  growth  of  bacteria  which  may  kill  the 
animal  before  the  observation  is  concluded.  It  seems  likely  that 
the  detrimental  factors,  toxicity  of  the  drug,  the  traumatism  in- 
flicted by  the  injections,  and  the  effect  of  the  infection  itself,  sum- 
mate  in  their  effects  and  thus  render  the  probability  of  the  animal 
surviving  less  likely,  although  its  body  may  have  been  completely 
sterilized  from  pneumococcal  infection.  The  effect  of  ethylhydro- 
cuprein in  vitro  and  in  vivo  on  the  pneumococcus  is  considerable 
and  specific  and  is  seen  on  type  strains  of  all  four  groups  of 
pneumococci. 

From  the  text-figures  it  is  seen  that,  of  85  mice  infected  with 
100  times  the  m.  1.  d.  or  less  and  treated,  15  mice,  or  17.6  per  cent, 
died  of  pneumococcal  septicemia;  13  mice,  or  15.2  per  cent,  died  of 
toxicity  of  the  drug  or  some  obscure  cause,  the  heart's  blood  being 
sterile  at  autopsy  (the  corresponding  controls  invariably  died  of 
pneumococcal  septicemia)  ;  56  mice,  or  66.8  per  cent,  survived.  Of 
these  85  treated  mice,  69,  or  81  per  cent,  either  recovered  or  died 
of  causes  other  than  pneumococcal  septicemia ;  such,  for  example,  as 
the  toxicity  of  the  drug. 

CONCLUSIONS. 

1.  Ethylhydrocuprein  hydrochloride  in  very  high  dilution  inhibits 
the  growth  of,  and  in  18  hours  kills,  representatives  of  all  four 
groups  of  pneumococci  in  vitro.  The  killing  effect  is  generally  seen 
in  somewhat  lower  dilutions  than  the  inhibiting  effect.  No  con- 
stant or  considerable  difference  is  seen  in  these  actions  on  repre- 
sentatives of  the  four  groups  of  the  pneumococci.  The  action  of 
ethylhydrocuprein  hydrochloride  on  the  pneumococci  in  vitro  is  so 
strongly  specific  that  it  may  possibly  be  used  as  a  test  for  a  true 
pneumococcus. 

2.  The  inhibitory  or  killing  effects  of  ethylhydrocuprein  hydro- 
chloride in  vitro  on  bacteria  other  than  pneumococci  are  slight  or  ab- 
sent. The  effects  are  greater  on  streptococci  than  on  any  other 
organisms  examined,  but  are  still  much  less  than  on  the  pneumo- 
cocci. This  action  distinguishes  between  the  streptococcus  gfroup, 
including   Streptococcus    mticostis    sometimes    found    in    normal 
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mouths,  on  the  one  hand,  and  the  true  pneumococcus  (including 
PneumococcMS  mucosus),  on  the  other. 

3.  Quinine  hydrochloride  inhibits  the  growth  of,  and  kills  the 
pneumococcus  in  vitro;  much  stronger  concentrations,  however,  are 
necessary  than  in  the  case  of  ethylhydrocuprein.  This  effect  of 
quinine  hydrochloride  is  also  seen  on  other  organisms,  but  in  a  less 
degree. 

4.  Ethylhydrocuprein  (optochin  base)  has  a  well  marked  pro- 
tective action  against  experimental  pneumococcal  infection  in  mice 
in  the  case  of  type  strains  of  all  four  groups  of  pneumococci ;  this 
protective  action  may  be  efficient  against  many  multiples  of  the 
minimum  lethal  dose. 
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THE  EFFECT  OF  IRRITATION  ON  THE  PERMEABILITY 
OF  THE  MENINGES  FOR  SALVARSAN. 

By  EDGAR  STILLMAN,  M.D.,  and  HOMER  F.  SWIFT,  M.D. 

(From  the  Hospital  of  The  Rockefeller  Institute  for  Medical  Research, 

New  York.) 

(Received  for  publication,  June  9,  191 5.) 

One  of  the  explanations  offered  for  the  beneficial  eflfects  of  in- 
traspinal injections  in  the  treatment  of  syphilis  of  the  central  nerv- 
ous system  is  that  there  may  thus  be  induced  an  increased  permea- 
bility of  the  meninges  following  their  irritation  by  the  injected  sub- 
stance. The  purpose  of  this  investigation  was  to  determine  whether 
the  intraspinal,  or  rather  subdural,  injection  of  various  substances 
used  in  intraspinal  treatment  would  increase  the  amount  of  arsenic 
in  the  cord  and  brain  of  animals  which  received  intravenous  injec- 
tions of  salvarsan  at  the  same  time. 

Sicard  and  Reilly  (i)  described  a  method  for  increasing  the  permeability  of 
the  brain  substance  for  drugs  by  trephining  the  skull  and  injecting  5  cc.  of  a 
0.5  per  cent  solution  of  sodium  chloride  under  the  dura  with  a  fine  h3rpodermic 
needle.  They  showed  that  in  the  cadaver  a  similar  amount  of  India  ink  injected 
subdurally  was  distributed  over  an  area  8  or  10  cm.  in  diameter,  and  suggested 
from  this  experimental  evidence  that  two  subdural  injections  of  saline,  t.  e., 
one  in  each  tempore  frontal  region,  would  be  sufficient  to  increase  the  permea- 
bility of  a  large  part  of  the  cerebrum  for  salvarsan  introduced  intravenously. 
They  also  state  that  they  have  injected  o.i  mg.  of  cyanide  of  mercury  subdurally 
in  the  frontal  region  without  harmful  effect,  and  on  the  following  day  given 
salvarsan  or  neosalvarsan  intravenously  to  the  same  patient.  The  cyanide  of 
mercury  was  used  simply  to  increase  the  permeability  of  the  tissues.  Viton  (2) 
states  that  after  a  slight  chemical  irritation  the  meninges  are  rendered  more 
permeable,  and  he  used  for  this  purpose  a  preparation  suggested  by  Sicard  (3) 
which  consists  of  cyanide  of  mercury  o.i  mg.,  and  novocain  0.015  gm.  in  2  cc  of 
a  0.5  per  cent  saline  solution.  The  intraspinal  injections  were  made  at  intervals 
of  I  month,  mercury  or  salvarsan  being  given  in  the  usual  way.  He  states  that 
with  this  method  of  treatment  the  irritative  symptoms  of  tabes  are  much  re- 
lieved. Tinel  and  Leroide  (4)  injected  several  drops  of  a  i  per  cent  solution 
of  sodium  nucleinate  into  the  fourth  ventricles  of  rabbits  and  immediately  after- 
wards gave  the  animals  10  eg.  of  neosalvarsan  intravenously.  One  hour  later 
they  again  punctured  the  fourth  ventricles  and  obtained  4  cc.  of  fibrinous  fluid, 
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which  contained  0.008  mg.  of  arsenic.  Fluid  from  the  fourth  ventricles  of  con- 
trol animals  contained  no  arsenic.  The  fibrinous  fluid  was  evidence  of  a  much 
more  intense  irritation  than  is  usually  produced  by  subdural  injections  in  patients, 
so  the  increase  in  permeability  which  these  authors  demonstrated  cannot  be 
applied  to  bedside  treatment 

The  intraspinal  injection  of  normal  salt  solution,  or  serum,  does 
produce,  however,  a  temporary  irritation  of  the  meninges,  as  is 
shown  both  clinically  by  pains,  and  by  examination  of  the  cerebro- 
spinal fluid  a  few  hours  after  such  an  injection,  when  several  hun- 
dred cells  per  cmm.  may  be  found.  It  is  reasonable  to  suppose  that 
this  irritation  might  increase  the  permeability  of  the  tissues,  and  that 
salvarsan  circulating  in  the  blood  would  be  deposited  in  larger 
amounts  in  the  tissues  contiguous  to  the  irritated  meninges,  than 
when  the  meninges  are  in  their  normal  impermeable  condition. 

Methods. 

To  determine  whether  a  demonstrable  increased  deposition  of 
arsenic  actually  does  occur,  the  following  experiments  were  per- 
formed. Cats  were  selected  as  the  experimental  animals,  for  the 
following  reasons:  Intravenous  injections  can  be  easily  given  into 
the  marginal  vein  of  the  ear,  and  there  is  a  fairly  large  subdural 
cistern  surrounding  the  cauda  equina,  so  that  subdural  injections  in 
the  cat  are  similar  in  nature  to  those  in  man  in  that  the  injecting 
needle  is  not  brought  into  direct  contact  with  the  cord.  In  rabbits 
the  cord  extends  so  low  that  it  is  impossible  to  introduce  a  needle 
under  the  dura  and  inject  a  solution  without  injuring  the  cord. 
In  the  experiments  under  discussion  it  was  necessary  that  the  nerv- 
ous tissue  be  injured  in  no  other  way  than  that  possibly  resulting 
from  the  presence  of  the  substance  injected.  The  intraspinal  in- 
jections in  the  cats  were  made  in  the  following  manner :  The  ani- 
mals were  etherized,  and  the  dura  was  exposed  by  laminectomy  of 
the  two  lower  lumbar  vertebrae.  A  fine  curved  hollow  needle  at- 
tached to  a  syringe  was  introduced  through  the  dura,  and  cerebro- 
spinal fluid  was  aspirated  into  the  syringe,  which  was  then  de- 
tached, and  another  syringe  containing  the  solution  to  be  injected 
was  attached  to  the  needle,  and  the  solution  slowly  injected.  The 
injections  were  always  preceded  by  aspiration  of  cerebrospinal  fluid, 
to  be  sure  that  the  needle  was  properly  placed.     All  the  animals  were 
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injected  intravenously  with  salvarsan  in  alkaline  solution  in  the 
proportion  of  0.05  of  a  gram  per  kilo  of  body  weight.  Some  of  the 
animals  received  the  intravenous  injections  one  hour  before  the  intra- 
spinal treatment,  and  in  others  the  order  was  reversed,  so  that  at 
the  time  of  intravenous  injection  the  meninges  would  be  already  in  a 
state  of  irritation.  On  the  following  day  the  animals  were  exsan- 
guinated by  opening  the  jugular  veins  and  carotid  arteries,  in  order 
to  remove  as  much  arsenic-containing  blood  from  the  tissues  as  pos- 
sible. The  cord  and  brain  were  immediately  removed  from  the 
body  and  the  brain  was  divided  into  three  portions :  cerebrum,  cere- 
bellum, and  midbrain,  pons,  and  medulla;  the  cord  was  separated 
from  the  medulla,  and  all  the  specimens  were  dried  separately.  The 
dried  tissue  was  powdered,  thoroughly  mixed,  and  weighed,  and 
duplicates  of  each  specimen  were  analyzed  quantitatively  for  arsenic. 
The  analyses  were  made  by  a  special  method  devised  for  the 
purpose  by  Vinograd  (5).  This  method  depends  for  its  accuracy 
upon  the  principle  of  oxidizing  the  tissues  with  small  amounts  of 
arsenic-free  nitric  acid,  at  260°  C.  in  a  sealed  glass  bomb.  The 
bomb  is  then  opened,  sulphuric  acid  added,  the  nitric  acid  driven 
off  by  heating,  and  the  sulphuric  acid-arsenic  mixture  quantitated 
for  arsenic  by  Sanger  and  Black's  modification  of  Gutzeit's  method. 
All  reagents  and  utensils  were  carefully  tested  for  arsenic  before 
using.  The  standard  scales  for  comparison  were  made  with  both 
arsenious  acid  and  salvarsan.  In  the  results  here  presented  the 
figures  are  given  in  fractions  of  mg.  of  salvarsan  per  gram  of  dried 
tissue. 

RESULTS. 

The  operative  procedures,  substances  injected,  time  relations,  and 
results  of  the  analyses  are  given  in  Table  I.  Four  control  animals 
were  first  treated.  Two  of  them  had  only  intravenous  injections  of 
salvarsan.  One  of  these  killed  one  and  one  half  hours  later  showed 
no  more  arsenic  in  its  cerebrospinal  axis  than  one  killed  after  eight- 
een hours.  The  comparatively  slight  neurotropic  action  of  salvar- 
san demonstrated  by  Ullmann  (6)  and  by  Stuhmer  (7)  probably 
explains  this  similarity  in  arsenic  content  at  such  different  intervals 
after  treatment.  In  the  other  two  controls  the  operative  procedure, 
laminectomy  and  withdrawal  of  cerebrospinal  fluid,  was  shown  to 
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have  no  effect.  The  effect  of  irritation  with  the  following  sub- 
stances was  studied :  isotonic  salt  solution ;  50  per  cent  cat  serum 
diluted  with  isotonic  salt  solution;  pure  cat  serum;  salvarsanized 
cat  serum  obtained  by  treating  cats  with  0.05  of  a  gram  of  salvarsan 
per  kilo  of  body  weight,  bleeding  one  hour  later,  separating  the  serum, 
and  heating  to  56°  C.  This  serum  contained  between  0.015  and 
0.025  mg.  of  salvarsan  per  cc.  of  serum.  It  was  injected  in  50  per 
cent  dilution  and  also  tmdiluted.  A  mixture  of  cyanide  of  mercury, 
novocain,  and  0.5  per  cent  saline,  similar  to  that  used  by  Sicard  and 
by  Viton,  was  also  injected. 

As  a  rule,  the  cords  of  the  ten  animals  which  received  intraspinal 
injections  contained  no  more  arsenic  than  the  four  controls.  The 
two  exceptions  are  Animals  H  104  and  H  106,  which  received  in- 
traspinal injections  of  normal  cat  serum  in  a  50  per  cent 
dilution.  There  are  two  possible  explanations  for  this  varia- 
tion. First,  the  50  per  cent  serum  may  have  been  more  irri- 
tating than  the  other  substances  injected;  or,  second,  the  animals 
were  not  so  completely  exsanguinated.  We  are  inclined  to  attribute 
the  increased  amount  of  arsenic  in  the  cords  of  these  animals  to  in- 
complete exsanguination,  for  in  both  animals  the  cerebrum  and 
cerebellum  contained  considerably  more  arsenic  than  the  average. 
Furthermore,  if  the  50  per  cent  serimi  were  the  important  factor, 
one  would  expect  that  the  cords  of  Cats  H  no  and  H  112,  which 
received  intraspinal  injections  of  50  per  cent  dilution  of  salvarsan- 
ized serum,  would  show  a  similar  increase  in  arsenic,  but  in  these 
animals  both  the  cords  and  brains  showed  the  average  arsenic  con- 
tent. Upon  first  thought,  one  would  expect  that  the  cerebrospinal 
axis  of  the  animals  that  received  subdural  injections  of  salvarsanized 
serum  would  contain  more  arsenic  than  the  animals  injected  with 
normal  serum  or  mercury.  The  rapid  diffusion  of  the  small  amount 
of  arsenic  in  the  serum  through  the  cerebrospinal  fluid,  and  the 
rapid  excretion  of  substances  from  the  cerebrospinal  fluid  into  the 
blood  stream,  probably  explain  the  fact  that  the  cords  and  brains  of 
animals  which  received  salvarsanized  serum  intraspinally  contained 
no  more  arsenic  than  the  average.  Both  of  these  factors  have  been 
conclusively  demonstrated  by  Dandy  and  Blackfan  (8).  Hall  (9) 
has  also  shown  that  the  cerebrospinal  fluid  of  patients  who  received 
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intraspinal  injections  of  neosalvarsan  often  contains  no  arsenic 
twenty-four  hours  after  the  injection. 

If  irritation  alone  were  the  important  factor  in  determining  the 
deposition  of  arsenic  in  the  nervous  tissue,  the  cords,  which  were 
more  exposed  to  the  irritating  effect  of  the  substances  injected  than 
the  brains,  should  have  shown  a  higher  arsenic  concentration.  The 
average  arsenic  content  of  the  cord  and  of  the  cerebrum  was  prac- 
tically the  same ; ».  e.,  0.029  mg.  for  the  former,  and  0.028  mg.  for 
the  latter.  The  cords  of  the  three  animals,  H  108,  H  112,  and 
H  113,  which  showed  chnical  evidences  of  cord  or  cauda  equina  in- 
jury did  not  contain  more  arsenic  than  the  cords  of  animals  which 
showed  no  evidence  of  local  lesions.  Nor  did  the  more  irritating 
mercury  solutions  increase  the  arsenic  in  the  cords  or  brains  of  the 
animals  which  received  it.  There  was  no  difference  between  the 
animals  that  received  intraspinal  injections  an  hour  before  the 
intravenous  injections  of  salvarsan,  and  those  that  first  received 
the  salvarsan  intravenously. 

CONCLUSIONS. 

The  subdural  injection  of  normal  salt  solution,  normal  serum, 
serum  salvarsanized  in  vivo  or  weak  solutions  of  cyanide  of  mercury 
does  not  demonstrably  increase  the  permeability  of  the  spinal  cord 
or  brain  for  salvarsan  which  is  circulating  in  the  blood  at  the  time 
of  the  subdural  injection. 
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DiflFerences  in  electrical  potential  are  developed  in  the  structures 
of  the  heart  during  the  processes  of  its  action.  At  any  instant  of 
time  the  waves  of  the  electrocardiogram  are  the  resultant  of  a  ntm> 
ber  of  potential  differences  developed  by  the  synchronous  activities 
of  the  cardiac  structures.  It  has  been  sufficiently  demonstrated  that 
the  P  wave  is  associated  with  activity  of  the  auricles,  and  the 
Q,  R,  S,  T,  and  U  waves  with  activity  of  the  ventricles.  Clement 
(i),  Erfmann  (2),  and  Lewis  (3)  have  recently  shown  that  the  Q, 
R,  and  S  waves  are  associated  with  the  spread  of  the  excitation 
wave  from  the  auriculoventricular  junction  to  the  ventricles  and 
throughout  the  ventricular  muscle  mass.  It  is  unknown  what  ven- 
tricular structures  are  associated  with  the  individual  waves.  It  is 
also  unknown  whether  the  direction  of  the  potential  difference  re- 
sponsible for  a  given  wave  corresponds  to  any  anatomical  structure. 
On  theoretical  grounds  Einthoven  (4)  and  Waller  (5)  have  shown 
that  from  the  relative  sizes  of  a  given  wave  in  the  three  leads  of  the 
human  electrocardiogram  it  is  possible  to  calculate  the  angle  which 
the  direction  of  potential  difference  responsible  for  the  wave  makes 
with  the  anatomical  axis  of  the  body.  Theoretically  then,  altera- 
tions in  the  position  of  the  heart  in  the  body  that  change  the  direc- 
tion of  the  potential  difference  relatively  to  the  axis  of  the  body  will 
change  the  size  and  direction  of  the  waves.  Again,  if  without  any 
change  in  the  position  of  the  heart,  alterations  occur  within  the 
heart  so  that  the  distribution  of  the  muscle  mass  is  changed,  as  for 
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instance  by  a  change  in  the  thickness  of  the  wall  of  one  ventricle 
relatively  to  the  wall  of  the  other,  or  by  a  deviation  of  the  septum  to 
one  side  or  the  other,  changes  in  the  resultant  potential  difference 
would  result  with  corresponding  changes  in  the  size  and  direction 
of  the  waves.  Other  factors  are  involved  in  determining  the  po- 
tential differences  and  character  of  the  waves.  These  include  the 
direction  and  rate  of  travel  of  the  wave  of  excitation  within  the  con- 
ducting structures  and  the  muscle  mass. 

On  account  of  these  considerations  it  is  generally  recognized  that 
when  changes  in  the  electrocardiogram  occur  they  do  so  only  as  the 
result  of  definite  causes.  Instances  of  such  changes  are  observed  in 
hypertrophy  of  the  human  heart. 

In  patients  with  hypertrophy  of  the  left  ventricle,  the  R  wave  is 
large  in  Lead  I  and  small  or  absent  in  Lead  III,  while  the  S  wave  is 
large  in  Lead  III  and  small  or  absent  in  Lead  I;  and  in  patients 
with  hypertrophy  of  the  right  ventricle,  the  R  wave  is  small  or 
absent  in  Lead  I  and  large  in  Lead  III,  while  the  S  wave  is  large 
in  Lead  I  and  small  or  absent  in  Lead  III.  These  changes  corre- 
sf)ond  to  the  changes  expected  theoretically,  if  in  hypertrophy  the 
direction  of  potential  difference  responsible  for  the  Q,  R,  S  group 
is  turned  to  the  left  or  to  the  right  respectively.  Other  changes  have 
been  observed  in  the  course  of  acute  and  chronic  illnesses;  as,  for 
instance,  alterations  in  the  size  of  all  or  of  some  of  the  waves,  split- 
ting of  waves,  and  lengthening  of  the  time  occupied  by  a  wave  or 
group  of  waves.  These  changes  are  often  transitory  and  so  must 
depend  on  causes  other  than  increased  muscle  mass. 

The  work  reported  here  was  undertaken  originally  in  the  hope 
of  correlating  certain  changes  in  the  electrocardiogram  with  definite 
changes  in  the  heart. 

Method  and  Material 

For  this  purpose  it  was  necessary  to  record  changes  in  the  heart 
during  life.  For  observations  on  the  position,  size,  and  shape  of  the 
heart,  x-ray  plates  were  made.  It  was  impossible  to  determine 
changes  in  the  distribution  of  the  muscle  during  life.  For  this  and 
for  the  condition  of  the  cardiac  structures  it  was  necessary  to  depend 
upon  the  examinations  made  after  death.  The  postmortem  exam- 
inations were  satisfactory  for  these  purposes  only  in  the  animals  that 
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died  or  were  killed  at  the  time  when  the  electrocardiographic  changes 
were  observed.  After  death  the  hearts  were  divided  as  recom- 
mended by  Miiller  (6),  and  the  chambers  weighed  separately.  It 
was  not  found  advisable  to  separate  the  two  auricles  and  auricular 
septum  from  each  other.  Histological  examinations  were  then 
made. 

Rabbits  were  used  in  all  the  experiments.  Full  growth  rabbits 
were  chosen  so  that  changes  consequent  on  growth  could  be  excluded, 
as  it  was  found  necessary  to  continue  the  observations  in  some  cases 
for  a  period  of  six  months  or  more. 

In  all,  33  rabbits  were  used,  of  which  4  were  kept  as  controls.  The 
changes  were  produced  by  repeated  intravenous  injection  of:  (a) 
spartein  sulphate  and  adrenalin  hydrochloride  in  7  animals;  (b) 
adrenalin  hydrochloride  alone  in  4;  (c)  diphtheria  toxin  in  4;  (d) 
suspensions  of  living  streptococci  in  14  animals.^ 

Spartein  sulphate  and  adrenalin  hydrochloride  were  used  in  the 
doses  recommended  by  Fleisher  and  Loeb  (7),  and  the  injections 
were  repeated  at  intervals  of  three  or  more  weeks.  Adrenalin  alone 
was  given  in  increasing  doses  every  two  days  commencing  with  o.i 
or  0.2  cc.  of  1 : 1,000  solution  for  twenty  or  more  doses.  Diph- 
theria toxin  was  given  in  varying  doses  and  these  were  repeated  if 
no  definite  effect  was  seen.  The  streptococci  which  were  injected 
were  isolated  from  the  joints  and  blood  of  cases  of  acute  rheumatism, 
from  a  tonsillar  abscess,  a  liver  abscess,  and  an  abscess  about  the 
root  of  a  tooth.  Some  were  hemolytic,  others  of  the  Streptococcus 
znridans  type.  The  injections  were  repeated,  as  a  rule,  in  increasing 
doses  until  eflFects  on  the  animal  or  electrocardiographic  changes 
were  seen. 

The  roentgenograms  were  made  with  the  anticathode  of  the  tube 
at  a  distance  of  30  inches  from  the  lower  end  of  the  sternum.  The 
rabbit  was  stretched  out  on  its  back  on  a  board,  in  which  a  gap  had 
been  cut  so  that  the  plate  was  in  contact  with  the  back  of  the  animal. 

Before  injection,  control  electrocardiograms  were  made  with  the 
animal  on  the  right  side  and  on  the  left  side,  as  well  as  on  its  back, 
so  that  possible  alterations  due  to  changes  in  the  position  of  the  heart 

1  The  animals  injected  with  streptococci  were  from  a  series  of  experiments 
undertaken  with  Dr.  Homer  F.  Swift.  The  organisms  were  isolated  and  the 
injections  made  by  him. 
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in  the  body  could  be  estimated.  In  only  four  instances  were  changes 
in  the  size  of  the  waves  of  more  than  i  mm.  noted  with  change  of 
position. 

The  large  Edelmann  model  of  the  string  galvanometer  was  em- 
ployed. On  all  occasions  three  leads  were  recorded.  In  most  cases 
Lead  I  (right  foreleg  and  left  foreleg)  was  unsatisfactory,  as  the 
waves  were  very  small;  and  Lead  III  (left  foreleg  and  left  hindleg) 
was,  as  a  rule,  so  nearly  identical  with  Lead  II  (right  foreleg  and 
left  hindleg)  that  it  has  been  found  sufficient  to  consider  Lead  II 
only. 

The  resistance  of  the  animal  was  estimated  by  the  Wheatstone 
bridge  and  telephone  method,  and  the  string  standardized  with  a 
constant  total  resistance  in  the  circuit.  The  electrocardiograms 
were  made  with  a  resistance  added  to  bring  the  total  resistance  in  the 
circuit  to  a  constant  value.  The  deflection  times  of  the  different 
strings  employed  varied  and  the  times  occupied  by  some  of  the 
waves  of  the  rabbits'  electrocardiograms  are  so  short  that  the  size 
of  the  wave  was  affected  by  the  variations  in  deflection  time.  It  has 
been  necessary,  tlierefore,  to  discard  all  records  in  which  the  deflec- 
tion time  of  the  string  varied  from  that  of  the  control  curves. 
Records  in  which  the  standardization  of  the  string  was  not  satis- 
factory have  also  been  discarded.  More  rapid  strings  than  those 
available  might  have  shown  greater  changes  than  have  been  observed 
by  the  methods  employed,  but  such  changes  as  have  been  recorded 
would  have  been  shown  and  shown  better  by  an  improvement  in  the 
methods. 

RESULTS. 

The  changes  in  the  electrocardiograms  to  be  described  are  those 
involving  the  Q,  R,  S  group  only.  Changes  in  the  P  and  T  waves 
also  occurred  but  were  so  small,  except  in  a  very  few  instances, 
that  accurate  comparisons  were  impossible. 

In  the  course  of  the  observations  on  the  7  animals  injected  with 
spartein  and  adrenalin  the  roentgenograms  in  three  animals  showed 
that  extensive  dilatations  to  the  right  or  to  both  sides  developed  in 
the  course  of  a  few  days.  Dilatations  to  the  left  were  accompanied 
by  decrease  in  the  size  of  the  R  waves  and  increase  in  the  size  of  the 
S  waves;  the  one  instance  of  marked  dilatation  to  the  right  by 
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increased  R  wave  and  diminished  S  wave;  while  dilatation  to  both 
sides  caused  little  or  no  change."  These  acute  changes  disappeared 
as  quickly  as  they  developed.  Of  the  other  4  animals,  2  died  after 
the  first  injection,  and  2  after  the  second,  and  before  significant 
changes  developed.  After  repeated  injections  and  the  resultant 
acute  changes,  these  3  animals  showed  a  moderate  gradual  enlarge- 
ment  to  the  left  associated  with  decrease  in  the  size  of  the  R  waves 
and  increase  in  the  S  waves. 

Figs.  I  and  3  represent  the  changes  that  occurred  in  Rabbit  218  E. 
Fig.  I  shows  the  size  of  the  heart  at  the  beginning,  and  Fig.  3  at  the 
conclusion  of  the  experiments,  and  they  demonstrated  an  enlarge- 
ment to  the  left  side.  Figs.  2  and  4  show  the  corresponding  electro- 
cardiographic changes,  and  Fig.  5  shows  the  extreme  but  transitory 
electrocardiographic  changes  obtained  in  this  animal.  Unfortu- 
nately no  roentgenogram  was  obtained  on  the  same  day  as  this 
curve. 

Figs.  6  and  8  represent  the  right-sided  enlargement  that  occurred 
in  Rabbit  211  E,  and  Figs.  7  and  9  represent  the  change  in  the  elec- 
trocardiograms. Figs.  10  and  12  represent  the  extreme  change 
obtained  in  Rabbit  278  E  and  Figs,  ii  and  13  give  the  corresponding 
electrocardiograms.  The  enlargement  in  this  case  was  to  both  sides 
while  the  electrocardiogram  was  altered  but  little.  In  Table  I  the 
changes  in  the  waves  and  in  the  size  of  the  heart  throughout  the  ob- 
servations in  Rabbit  278  E  are  tabulated.  It  will  be  seen  that  fol- 
lowing the  third  injection  the  electrocardiographic  changes  indicated 
an  enlargement  to  the  left  side,  but  no  roentgenogram  was  obtained 
on  that  date  to  correspond  to  this.  Similar  changes  occurred  after 
the  last  injection.  Daily  x-ray  observations  at  this  time  showed 
an  enlargement  to  the  left. 

Of  the  4  animals  treated  by  repeated  injection  of  adrenalin  alone, 
one,  106  B,  showed  an  acute  enlargement  to  the  left  accompanied  by 
increased  R  wave  and  increased  S  wave,  but  died  after  the  4th  injec- 
tion, while  the  others  showed  slight  gradual  increase  to  the  left 
with  similar  electrocardiographic  changes. 

Of  the  animals  injected  with  adrenalin,  or  spartein  and  adrenalin, 
those  that  showed  marked  distress  immediately  after  injection  de- 
veloped acute  changes,  while  in  those  that  showed  little  immediate 
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TABLE  I.* 
Rabbit  2/8  E. 
Received  6  Injections  of  Spartein  Sulphate  0,012  Gm.  per  Kilo,  and  Adrenalin 
Hydrochloride  0.2  Cc.  i:  ifioo  {Parke,  Davis  and  Co.).    Total  Resistance 
in  Circuit  13,500  Ohms  throughout  Observations.    String  Stand- 
ardised with  Resistance  in  Circuit  of  8,700  Ohms. 


Deflcc- 

Siie  of  wave*. 

Dmte. 

^^«c-      Rate. 

tion 

- 

Size  of  heart. 

Remarks. 

uon. 

time. 

Q    1     R 

s 

sec.     mm. .   mm. 

mm. 

mm. 

Dec.     2,  1913 

267.3 

,     1  +3.5 

—  I.O 

On  back. 

•4                     *t                  *« 

266.4 

0.020  I          1  +3.0 

—  I.O 

On  right  side. 

•«                     *«                 •» 

272.7                  i            j    +2.5 

—  1.0 

On  left  side. 

••       4,     *• 

1 

28x23 

'•       8.     •• 

I 

••     12.     •* 

246.7 

+2.5 

—  I.O 

••     19.     " 

281.8 

+2.0 

-I.O 

••     30.     " 

284.3 

0.025 1 

+2.5 

-3.0 

Jan.     7.  1914 

!  267.5 

2    ' 

, 

4-X.5 

-1-5 

••     12,     ** 

293.7 

"        1                 +2.S 

—2.0 

••     20,     •• 

216.9 

0.015                     +2.0 

—  I.O 

••     22,     •• 

1 

32x28 

••     26,     ;; 

3 

235.2 

0.018                j    4-2.5 

—2.0 

"     29.     *• 

259.2 

0.025    -  ?     4-  ? 

-1.5 

Feb.    3.     *• 

:  261.8 

** 

-3.5 

••     10.     •* 

274.5 

i  +0.5 

—2.0 

••     26.     *• 

1  267.1 

0.020 ' 

+1.5 

—2.0 

Mar.    5.     •* 

,  1 

38x32 

••     17.     ••     1            '235.4 

!         i""" 

—2.0 

••     23,     •• 

289.1 

"     '         j  +3.0 

-I.O 

••     25.     •• 

273.1 

** 

4-2.0 

-0.5 

"    30.     •* 

266.9 

** 

4-2.0 

—  I.O 

Apr.     6.     " 

53x44 

Enlarged  to  both 
sides. 

!!    1:  !! 

261.7 

!  255.6 

** 

4-2.0 

—  I.O 

•'   10,  ** 

"          1 

4-2.0 

-I.O 

"  15,  " 

1 

39x33 

"   16.  *• 

230.8 

*'          I 

4-2.0 

—  2.0 

'•  27,  *• 

39x31 

;;  30.  ;; 

5 

233.8 

4-2.5 

—  2.0 

May    I.     " 

254.2 

1 

4-2.0 

-1.5 

38x32 

•*       4.     " 

;  253.9 

♦  •          1 

4-1.5 

-2.5 

37x32 

••       5.     " 

.  240.0 

"     i 

4-1.0 

—  2.0 

36x33 

"       6.     •* 

35x31 

7»     " 

238.4 

•  <          1 

4-1.0 

-3.0 

35x30 

"       8,     *• 

244.8 

41 

4-1.0 

-3.0 

42x38 

Enlarged  to  left 
mainly. 

"     II.     •• 

258.2 

** 

4-1.0 

-3.5 

36x29 

"     13.     *' 

268.2 

«* 

4-1.0 

-2.5 

34x26 

"     24,     •* 

267.0 

** 

4-1.0 

-3.0 

"     25.     ** 

34X25 

June    4.     '* 

201. 1 

'* 

4-2.0 

-1.5 

-       5.     " 

234.8 

4t 

4-2.0 

-1.5 

33x25 

Enlarged  to  left 
mainly. 

*  The  figures  in  this  table  and  in  Table  II  denoting  the  size  of  the  heart  were 
obtained  by  measuring  and  expressing  in  mm.  the  long  axis  of  the  heart  shadow 
and  the  greatest  width  at  right  angles  to  this. 
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reaction  to  the  injections  only  slight  changes  developed  in  the  size 
of  the  heart  or  in  the  electrocardiograms.  In  all  cases  the  heart 
sounds  became  accentuated  and  reduplicated  and  in  four  cases  sys- 
tolic murmurs  developed,  but  except  for  restlessness  and  increased 
excitability,  the  animals  did  not  appear  to  be  distressed  after  recover- 
ing from  the  dyspnea  consequent  on  the  injections.  This  dyspnea 
never  continued  for  more  than  a  few  minutes. 

The  three  animals  injected  with  fatal  doses  of  diphtheria  toxin 
showed  slowing  of  the  heart  rate  before  death.  Not  only  did  the 
auricular  rate  decrease  but  the  auriculoventricular  conduction  time 
lengthened,  and  the  time  occupied  by  each  phase  of  the  cycle  in- 
creased. For  example,  in  Rabbit  103  B  the  heart  rate  changed  from 
261.7  to  177.6,  the  P-R  time  from  0.07  of  a  second  to  o.io  of  a 
second,  the  time  occupied  by  the  Q,  R,  S  waves  from  0.02  to  0.07  of 
a  second,  and  that  occupied  by  the  T  wave  from  0.12  to  0.16  of  a 
second.  Rabbit  105  B,  which  received  three  non- fatal  doses,  showed 
by  x-ray  slight  enlargement  of  the  heart  downwards  and  to  the  left, 
with  increase  in  the  S  wave  and  decrease  in  the  R  wave  of  the  elec- 
trocardiogram. Histologically  the  cases  that  received  fatal  doses 
showed  marked  degeneration  and  fatty  changes  throughout  the 
heart  muscle  and  similar  changes  in  the  auriculoventricular  bundle. 
The  electocardiographic  changes  are  illustrated  in  Figs.  14  and  15 
from  Rabbit  102  B. 

No  constant  changes  were  seen  in  the  fourteen  rabbits  that  re- 
ceived intravenous  injection  of  streptococci.  Lesions  resulting  from 
these  injections  in  structures  other  than  the  heart  occurred  but  will 
not  be  discussed  here.  Rabbit  115  B  was  injected  with  a  strepto- 
coccus obtained  from  the  blood  of  a  case  of  acute  articular  rheuma- 
tism. Slowing  of  the  auricular  rate  occurred  and  slight  lengthen- 
ing of  the  auriculoventricular  interval  and  of  the  Q,  R,  S  time.  The 
changes  were  similar  to  those  seen  in  the  cases  injected  with  diph- 
theria toxin.  Premature  ectopic  ventricular  contractions  also 
occurred  before  death.  Histologically  the  heart  muscle  showed 
diffuse  degenerative  changes  and  numerous  necrotic  foci.  Rabbit 
118  B  injected  with  a  streptococcus  isolated  from  a  tonsillar  abscess 
also  developed  premature  ectopic  ventricular  contractions,  but  no 
focal  lesions  were  found  and  the  muscle  showed  but  slight  degenera- 
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tive  changes.  Figs.  i6  and  17  illustrate  the  electrocardiographic 
changes  in  this  animal.  Rabbit  1 19  B  injected  with  the  same  organ- 
ism showed  lengthening  of  the  Q,  R,  S  period.  In  the  heart  there 
were  numerous  areas  of  focal  necrosis  and  degeneration  of  the 
muscle.  Rabbit  108  B,  injected  with  a  Streptococcus  znridans  ob- 
tained at  death  from  the  heart's  blood  of  a  case  of  acute  rheumatic 
carditis,  showed  on  an  x-ray  plate  an  acute  enlargement  of  the  heart 
to  the  left ;  the  accompanying  electrocardiogram  showed  a  decrease 
in  size  of  all  the  waves,  but  especially  of  the  R  wave. 

In  9  of  the  14  rabbits  treated  with  suspensions  of  streptococci  and 
in  all  4  of  those  receiving  diphtheria  toxin,  diminution  in  the  size 
of  all  the  waves  was  seen.  This  was  never  found  in  the  controls  and 
only  to  a  very  slight  extent  in  the  animals  treated  with  adrenalin  or 


TABLE  II. 

Rabbit  109  B, 

Received  4  Injections  of  a  Suspension  of  Streptococcus  Isolated  after  Death 

from  the  Hearfs  Blood  of  a  Patient  with  Acute  Rheumatism.    Total 

Resistance  in  Circuit  for  Standardisation  and  for  Records,  8,700 

Ohms.    Deflection  Time,  0.02  Seconds  throughout  Observations, 


i 

Size  of 

waves. 

Date.          '.     I9i«:- 

1        tlOQ. 

1 

Rate. 

P-R 

Q-R-S 

time. 

P 

R 

S 

T 

time. 

sec. 

mm. 

mm. 

mm. 

mm. 

sec. 

Mar.  20.  1914 

T 

170.8 

0.07 

H-i.o 

4-4.0 

-2.5 

4-3.0 

0.025 

*•     23     •• 

231.6 

•• 

+  1.5 

+2.5 

-3.5 

4-2.0 

0.025 

**     24     '• 

211.4 

** 

-fi.o 

4-2.0 

-2.5 

+1.5 

0.025 

..     25     .. 

244.8 

it 

4-1.0 

4-1.0 

-2.5 

4-1.0 

0.02 

••     28     •• 

'          244.5 

** 

+0.5 

4-1.0 

-i.o 

4-0.5 

0.025 

••     30     •• 

1          264.5 

'* 

+1.0 

-fi.s 

-2.0 

4-1.5 

0.025 

Apr.     2     •* 

230.7 

" 

+  ? 

4-1.0 

-1.0 

+0.5 

0.02 

"       6     *' 

253.3 

" 

+1.0 

4-3.5 

-2.0 

4-2.5 

0.025 

8     •* 

228.8 

0.06 

+  1.0 

+3.5 

-1.5 

4-1.5 

0.02 

-      14     - 

256.8 

*• 

+1.5 

+3.0 

-2.5 

4-2.0 

0.025 

*'      24     '1 

2 

216.3 

0.07 

+1.5 

+5.0 

—2.0 

4-2.5 

0.025 

May    3     " 

293.0 

- 

4-1.0 

4-2.0 

-3.0 

4-1.5 

0.03 

4     " 

284.8 

** 

4-1.0 

4-2.0 

-1.0 

4-1.5 

0.025 

7     .« 

269.1 

0.06 

4-1.0 

+3.0 

-  ? 

4-2.0 

0.025 

..     jj     .. 

238.4 

0.07 

4-1.0 

4-3.0 

—  1.0 

4-2.0 

0.025 

"     18     " 

3 

-       32       " 

278.2 

0.06 

4-1.0 

+2.5 

—  1.0 

4-1.5 

0.025 

..       25       •• 

241.7 

0.07 

4-0.5 

4-1.0 

4-1.0 

? 

"       27       " 

212.3 

*' 

4-0.5 

4-2.0 

-1.0 

4-1.5 

0.025 

"       28       " 

4 

June     8     " 

218.6 

4-1.0 

4-3.0 

-1.5 

4-1.0 

0.025 
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spartein  and  adrenalin,  and  in  them  it  was  a  transient  effect.    Tat)le 
II,  giving  the  observations  on  109  B,  illustrates  this. 

DISCUSSION. 

Changes  in  the  size  and  direction  of  the  waves  of  the  elect!"o- 
cardiogram  such  as  those  described  may  depend,  as  has  been  pointed 
out,  on  changes  in  the  position  of  the  heart  in  the  body,  changes  in 
the  relative  distribution  of  the  muscle  mass,  and  changes  in  the 
condition  of  the  muscle  and  conducting  structures.  It  is  possible 
that  conditions  of  the  nervous  system  may  exert  an  influence  from 
outside  the  heart.  But  the  influence  of  the  nervous  system  on  the 
mechanism  of  the  heart  beat  has  been  the  subject  of  numerous  in- 
vestigations and  changes  of  this  nature  have  never  been  demon- 
strated. The  influence  of  the  position  of  the  heart  in  the  body  is 
definitely  excluded,  as  control  curves,  taken  with  the  animals  in 
different  positions  before  the  injections  were  commenced,  showed 
that  in  no  instance  could  the  changes  that  resulted  be  accounted 
for  in  this  way.  In  some  instances  also  it  was  ascertained  that 
alterations  in  the  position  of  the  rabbit  could  not  restore  the  electro- 
cardiogram to  the  initial  form.  The  changes  in  the  size  and  shape 
of  the  heart  demonstrated  by  the  x-ray  examination  were  always 
accompanied  by  changes  in  the  electrocardiogram,  and  changes  in 
one  direction  were  always  accompanied  by  electrocardiographic 
changes  in  a  definite  direction.  It  is  probable,  therefore,  that  the 
alterations  seen  in  the  roentgenograms  were  the  causes  of  the  elec- 
trocardiographic changes  described. 

The  observations  extended  over  seven  months  in  some  instances. 
The  records  were  obtained  at  all  stages  between  the  initial  normal 
forms  of  the  electrocardiograms  and  the  extreme  qualitative  changes 
usually  associated  with  right-  or  left-sided  enlargement.  These 
records  show  that  not  only  the  extreme  qualitative  changes,  but  also 
the  gradual  quantitative  decreases  and  increases  in  size  of  the  waves 
of  the  Q,  R,  S  group  seen  in  the  intermediate  records  are  significant 
of  changes  in  the  size  and  shape  of  the  heart. 

Diminution  in  the  size  of  all  the  waves  was  seen  in  the  case  of 
the  animals  treated  with  diphtheria  toxin.  The  hearts  of  these 
animals  showed  extreme  degenerative  changes  after  death.     Acute 
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degenerative  changes  have  been  described  by  numerous  observers 
after  single  injections  of  adrenalin  and  of  spartein  and  adrenalin. 
Following  the  injections,  the  electrocardiographic  records  sometimes 
showed  decrease  in  size  of  all  the  waves  before  the  changes  associ- 
ated with  the  enlargements  of  the  heart  manifested  themselves  and 
obscured  these  more  general  changes.  A  toxic  condition  of  the 
muscle  and  other  structures  of  the  heart  and  degenerative  changes 
in  them  must  alter  their  functions,  and  it  is  not  improbable  that 
their  electrical  activities  may  be  lowered.  All  the  animals  injected 
with  streptococci  showed  joint  lesions  or  altered  heart  sounds  during 
life,  or  degenerative  changes  in  the  heart  muscles  after  death,  so  that 
a  similar  reason  may  be  present  in  the  nine  animals  so  treated  that 
showed  the  decrease  in  the  size  of  all  the  waves. 

The  influence  of  the  nervous  system  and  of  pathological  lesions 
of  the  structures  themselves  on  the  function  of  the  pace-maker  and 
the  auriculoventricular  conducting  structures  has  been  repeatedly 
demonstrated.  The  slowing  of  the  pace-maker  and  the  lengthening 
of  auriculoventricular  conduction  time  and  of  the  duration  of  the 
individual  waves,  seen  in  the  three  rabbits  treated  with  fatal  doses  of 
diphtheria  toxin  and  in  Rabbits  115  B  and  119  B  treated  with  strep- 
tococci, may  have  been  caused  by  changes  in  the  nervous  mechanism 
outside  the  heart.  But  the  intense  degenerative  changes  seen 
throughout  the  conducting  structures  and  the  heart  muscle  afford  a 
more  probable  explanation.  Ectopic  ventricular  contractions  can  be 
caused  by  mechanical  or  electrical  irritation  of  the  heart  muscle. 
The  ectopic  contractions  seen  in  Rabbit  115  B  may  well  have  been 
due  to  the  foci  of  degeneration  and  necrosis  seen.  Ectopic  ventric- 
ular contractions  were  also  obtained  in  Rabbit  118  B  although  no 
such  foci  were  found  in  the  sections  examined. 

A  study  of  the  relative  weights  of  the  ventricles  of  the  hearts 
after  death  showed  no  changes  sufficiently  constant  to  permit  of  cor- 
relation with  the  electrocardiographic  changes. 

CONCLUSIONS. 

I.  In  rabbits  transient  and  also  permanent  enlargements  of  the 
heart  occur  as  the  result  of  the  intravenous  injection  of  adrenalin, 
spartein  and  adrenalin,  diphtheria  toxin,  and  streptococci. 
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2.  Transient  and  permanent  enlargements  of  the  heart  to  the  left 
are  associated  with  decrease  in  the  size  of  the  upwardly  directed 
waves  of  the  Q,  R,  S  group  in  Lead  II  of  the  electrocardiograms 
and  increase  in  the  downwardly  directed.  Transient  enlargement 
to  the  right  is  associated  with  changes  in  the  opposite  direction. 

3.  The  stages  in  the  process  of  enlargement  have  been  observed 
and  are  associated  with  gradual  changes  in  the  size  of  these  waves. 

4.  A  diminution  in  the  size  of  all  the  waves  of  the  Q,  R,  S  group 
was  observed  in  degenerative  conditions  of  the  heart  muscle. 

5.  Extreme  degeneration  of  the  structures  of  the  heart  was  asso- 
ciated with  slowing  of  the  heart's  action,  lengthening  of  conduction 
time  (P-Q),  and  lengthening  of  the  time  occupied  by  the  individual 
waves  of  the  electrocardiogram. 

6.  Ectopic  ventricular  contractions  were  seen  in  rabbits  injected 
intravenously  with  suspensions  of  living  streptococci. 
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EXPLANATION  OF  PLATES. 
Plate  37. 

Figs,  i  to  5.  Rabbit  218  E.  Received  injections  of  0.012  gm.  spartein  sul- 
phate per  kilo  and  0.2  cc  of  adrenalin  hydrochloride  i :  1,000  (Parke,  Davis  and 
Co.)  on  Dec.  8,  1913,  Jan.  2,  Jan.  26,  Mar.  17,  Apr.  6^  and  Apr.  30,  1914. 

Fig.  I.    Roentgenogram  of  heart,  Nov.  28,  191 3. 

Fig.  2.    Electrocardiogram,  Lead  II,  Dec.  4,  1913. 

Fig.  3.    Roentgenogram  of  heart,  May  5,  191 4. 

Fig.  4.    Electrocardiogram,  Lead  II,  May  5,  1914. 

Fig.  5.    Electrocardiogram,  Lead  II,  Feb.  3,  1914. 
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PLATE  39. 
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(Fraser:  Changes  in   Klectrocardiograms.) 
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Plate  38. 

Figs.  6  to  9.  Rabbit  211  E.  Received  injections  of  0.012  gm.  of  spartein 
sulphate  per  kilo  aqd  0.2  cc.  of  adrenalin  hydrochloride  i :  1,000  (Parke,  Davis 
and  Co.)  on  Dec.  8,  1913,  Jan.  5,  Jan.  26,  Jan.  30,  Mar.  17,  Apr.  6,  and  Apr. 
30,  1914. 

Fig.  6.    Roentgenogram  of  heart,  Dec.  4,  1913. 

Fig.  7.    Electrocardiogram,  Lead  II,  Feb.  3,  1914. 

Fig.  8.    Roentgenogram  of  heart,  Apr.  15,  1914. 

Fig.  9.    Electrocardiogram,  Lead  II,  Apr.  16,  191 4. 

Plate  39. 

Figs.  10  to  13.  Rabbit  278  E.  Received  injections  of  0.012  gm.  spartein  sul- 
phate per  kilo  and  0.2  cc.  adrenalin  hydrochloride  1:1,000  (Parke,  Davis  and 
Co.)  on  Dec.  8,  191 3,  Jan.  7,  Jan.  26,  Mar.  17,  Apr.  7,  and  Apr.  30,  191 4. 

Fig.  id.    Roentgenogram  of  heart,  Dec.  4,  1913. 

Fig.  II.    Electrocardiogram,  Lead  II,  Dec.  2,  1913. 

Fig.  12,    Roentgenogram  of  heart,  Apr.  6,  1914. 

Fig.  13.    Electrocardiogram,  Lead  II,  Apr.  7,  1914  (before  injection). 

Plate  40. 

Figs.  14  and  15.  Rabbit  102  B.  Received  injection  of  diphtheria  toxin,  Jan. 
29,  1914. 

Fig.  14.    Electrocardiogram,  Lead  II,  Jan.  29  (before  injection). 

Fig.  15.    Electrocardiogram,  Lead  II,  Feb.  i,  19 14. 

Figs.  16  and  17.  Rabbit  118  B.  Received  injections  of  suspensions  of  strep- 
tococcus isolated  from  tonsillar  abscess,  Apr.  22,  May  2,  May  18,  and  May  28, 1914. 

Fig.  16.    Electrocardiogram,  Lead  II,  Apr.  22,  1914  (before  injection). 

Fig.  17.    Electrocardiogram,  Lead  II,  May  8,  191 4. 
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BACTERIOLOGICAL  AND  CLINICAL  STUDIES   OF  AN 
EPIDEMIC  OF  KOCH-WEEKS  BACILLUS  CON- 
JUNCTIVITIS ASSOCIATED  WITH  CELL 
INCLUSION  CONJUNCTIVITIS.^ 

By  HIDEYO  NOGUCHI,  M.D,  and  MARTIN  COHEN,  M.D. 

(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research  and 
the  New  York  Post-Graduate  Medical  School  and  Hospital,  New  York.) 

Plates  41  to  43. 

(Received  for  publication,  June  21,  191 5.) 

While  engaged  in  the  study  of  conjunctivitis  associated  with 
epithelial  cell  inclusions,  the  occurrence  of  an  epidemic^  of  conjunc- 
tivitis due  to  hemoglobinophilic  bacilli  enabled  us  to  investigate  the 
relationship  between  this  organism  and  the  epithelial  cell  inclusions. 

Since  the  discovery  of  the  inclusions  by  von  Prowazek  and  Halber- 
staedter,  who  considered  them  to  be  the  etiological  agents  of  tra- 
choma, an  abundant  literature  has  arisen.  Opinions  are  still  greatly 
divided  as  to  the  nature  of  the  bodies,  although  the  majority  of  in- 
vestigators regard  them  as  an  independent  organism,  as  claimed  by 
von  Prowazek  and  Halberstaedter.  They  do  not,  however,  commit 
themselves  to  the  statement  as  to  whether  the  organism  represents 
the  causative  agent  of  trachoma  or  not.  We  were  inclined  to  the 
belief  that  it  constitutes  an  independent  organism  which  produces  a 
true  conjunctivitis  of  a  more  or  less  characteristic  clinical  course. 
Herzog^  considered  them  to  be  mutation  forms  of  the  gonococcus, 
while  Williams*  views  them  as  the  cell  inclusions  of  various  organ- 
isms, such  as  the  hemoglobinophilic  bacillus  and  allied  species. 

1  Read  before  the  Ophthalmological  Section  of  the  New  York  Academy  of 
Medicine,  May  17,  191 5. 

2  Service  of  Dr.  Martin  Cohen  at  the  Randall's  Island  Hospital,  New  York. 
8  Herzog,  H.,  Arch.  f.  Ophth.,  1910,  Ixxiv,  520. 

*  Williams,  A.  W.,  Collected  Studies  from  the  Bureau  of  Laboratories,  De- 
partment of  Health,  City  of  New  York,  1912-13,  vii,  159-247 ;  Jour.  Infect.  Dis., 
1914,  xiv,  261. 
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Although  by  means  of  a  special  method  an  organism  strikingly 
similar  to  the  epithelial  cell  inclusions  has  been  made  to  grow  in 
pure  culture,*^  their  pathogenic  properties,  nevertheless,  have  not  yet 
been  established. 

As  a  result  of  our  previous  studies  a  tentative  conclusion  had  been 
reached  that  infection  of  the  conjunctiva  with  these  organisms  pro- 
duces an  independent  conjunctival  disease  which  may  properly  be  de- 
scribed as  cell  inclusion  conjunctivitis.  This  organism  may  be  pres- 
ent alone,  or  it  may  be  associated  with  other  pathogenic  organisms. 

Outbreak  and  Course  of  the  Present  Epidemk  of  Koch-Weeks 
Bacillus  Conjunctivitis, 

Prior  to  the  outbreak  of  the  Koch-Weeks  bacillus  epidemic,*  one 
of  us  (Cohen)  had  under  observation  for  about  five  months  lo  cases 
of  inclusion  conjimctivitis  and  4  cases  at  the  outdoor  department  of 
the  Post-Graduate  Hospital.  In  these  cases,  smears  (and  in  a  few 
cases,  cultures)  were  taken  weekly  and  examined  (Nog^chi),  but 
no  Koch- Weeks  bacilli  were  found.  On  October  3,  1914,  one  of 
the  inclusion  cases  under  observation  at  the  Island  developed  an 
acute  conjunctival  inflammation.  In  the  conjunctival  smears  nu- 
merous Koch- Weeks  bacilli,  as  well  as  epithelial  inclusions,  could  be 
demonstrated.  The  acute  conjunctival  inflammation  spread  to  the 
remaining  nine  inclusion  cases.  The  smears  from  all  showed  in- 
clusions as  well  as  numerous  Koch- Weeks  bacilli. 

In  an  adjoining  ward  there  were  under  treatment  15  cases  of  fol- 
licular conjunctivitis,  3  cases  of  interstitial  keratitis,  and  i  case  of 
chronic  dacryocystitis.  13  of  these  contracted  the  Koch- Weeks  ba- 
cillus infection.  During  the  entire  course,  which  lasted  from  two 
weeks  to  seven  months,  no  pathogenic  organisms  but  the  Koch- 
Weeks  bacilli  could  be  demonstrated  in. the  smears  and  cultures. 

There  were  7  patients  in  the  trachoma  ward.  2  of  these  showed 
simultaneous  presence  in  the  conjunctiva  of  inclusion  and  of  Koch- 

^Noguchi,  H.,  and  Cohen,  M.,  Arch,  of  Ophth.,  1914,  xliii,  117;  Jour.  Exper. 
Med,,  1913,  xviii,  572. 

®  In  the  present  article  the  hemoglobinophilic  bacilli  found  in  these  cases  were 
designated  as  Koch- Weeks  bacilli,  in  order  to  conform  with  the  usage  of  this 
term  in  ophthalmology  and  bacteriology  when  speaking  of  this  class  of  organisms. 
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Weeks  bacilli.  The  latter  organisms  were  present  only  in  cultures, 
as  there  were  possibly  too  few  to  be  recognized  in  the  smears.  This 
condition  was  present  for  a  short  time  during  this  epidemic.  The 
infection  with  the  Koch-Weeks  bacillus  apparently  produced  no 
change  in  the  clinical  picture  of  these  trachoma  cases.  The  4  inclu- 
sion cases  not  treated  on  the  Island  showed  at  no  time  during  the 
past  year  the  Koch- Weeks  bacillus,  either  in  smears  or  cultures ;  not 
even  during  a  relapse  or  reinfection,  of  which  one  of  these  cases  had 
two,  could  they  be  demonstrated.  Table  I  shows  the  bacteriolog- 
ical findings  in  the  cases  on  which  the  present  report  is  based. 

TABLE  I. 

Orgmnismt  present.  No.  of  cases. 

1.  Epithelial  cell  inclusions  alone 6 

2.  Epithelial  cell  inclusions  at  first,  with  subsequent  Koch-Weeks  infection  17 

3.  Koch-Weeks  bacillus  alone 13 

4.  Koch-Weeks  bacillus  at  first,  with  subsequent  appearance  of  inclusions    2 

5.  Pneumococcus  with  inclusions  i 

Total    39 

In  acute  catarrhal  conjunctivitis  it  is  at  times  difficult,  or  im- 
possible, to  determine  the  causative  organism  from  the  clinical  mani- 
festations alone.  This  is  due  to  the  great  variability  in  virulence  of 
the  usual  infecting  organisms,  and  to  the  resisting  qualities  of  the 
individual  patient.  Yet  in  many  of  the  acute  infections  of  the  con- 
junctiva, the  etiological  diagnosis  as  made  by  the  clinical  appear- 
ance could  be  confirmed  subsequently  by  the  bacteriological  diag- 
nosis, especially  in  the  subacute  state.  In  mixed  infections,  such  a 
diagnosis  is  much  more  difficult. 

In  a  few  instances,  even  smears  and  cultures  of  the  conjunctival 
scrapings  fail  to  clear  up  the  diagnosis,  as  no  pathogenic  organisms 
can  be  found.  That  the  microscope  alone  is  not  sufficient  to  exclude 
the  presence  of  an  organism  is  shown  by  the  fact  that  the  scrap- 
ings from  cases  of  trachoma  which  showed  neither  inclusions  nor 
the  Koch- Weeks  bacilli  (as  proved  similarly  by  cultures),  when 
inoculated  on  the  conjunctiva  of  the  higher  apes  (baboons)  produced 
symptoms  similar  to  those  which  are  seen  in  inclusion  cases  in  man. 
They  were,  however,  of  a  milder  type  and  lasted  only  about  ten 
days.     The  conjunctival  scrapings  from  the  inoculated  animals  re- 
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vealed  the  presence  of  epithelial  inclusions,  but  no  Koch-Weeks 
bacilli  or  allied  organisms  appeared  in  the  smears  or  in  the  cultures. 
We  shall  now  discuss  the  clinical  manifestations  in  the  group  of 
cases  mentioned  in  Table  I. 

The  clinical  course  of  inclusion  conjunctivitis  has  already  been  described  by 
Cohen.*^  In  the  early  stage,  the  clinical  manifestations  resemble  those  seen  in 
the  Koch- Weeks  bacillus  infection,  and  it  is  only  by  the  examination  of  smears 
or  cultures  that  the  diagnosis  can  be  positively  made.  Briefly,  they  are  as  fol- 
lows :  In  the  beginning  there  is  moderate  edema  of  the  lids,  with  mucopurulent 
secretion.  Somewhat  later  isolated  reddish  translucent  follicles  appear  in  the 
lower  palpebral  conjunctiva  and  upper  folds,  these  two  sites  becoming  involved 
simultaneously.  At  a  later  stage,  the  upper  palpebral  conjunctiva  tsyfces  on  a 
brick  red  color  and  assumes  the  characteristic  granular  appearance.  These  regu- 
lar and  progressive  manifestations  of  the  disease  retrogress  after  about  two 
months  by  absorption  of  the  contents  of  the  follicles  and  papules.  These  dis- 
appear first  from  the  upper  portions  of  the  conjunctiva,  when  the  conditions 
resemble  those  of  cases  of  follicular  conjtmctivitis;  and  later,  in  about  three 
months,  they  begin  to  disappear  from  the  lower  conjunctiva.  At  the  end  of  four 
months,  the  conjunctiva  is  again  in  a  normal  condition. 

This  is  the  usual  course,  but  at  times  there  are  deviations,  due  to  external 
or  unknown  conditions,  or  to  a  previous  affection  of  the  conjunctiva;  as,  when 
grafted  on  a  follicular  conjunctivitis,  the  original  follicles  become  larger  and 
new  ones  make  their  appearance.  In  the  stage  of  retrogression  the  papules  be- 
come absorbed  and  the  original  follicles,  owing  to  relaxation  of  surrounding 
pressure,  again  become  prominent,  the  course  being  then  one  of  a  follicular  con- 
junctivitis. In  2  cases  of  inclusion  conjunctivitis,  there  remains  solely,  at  the 
end  of  nine  months,  a  fine  papillary  condition  of  the  upper  tarsal  conjunctiva; 
one  of  these  two  cases  has  had  two  relapses  or  infections. 

It  may  be  mentioned  here  in  passing,  that  of  the  75  cases  of  inclusion  con- 
junctivitis studied  by  us  during  the  past  five  years,  58  cases  are  still  under  obser- 
vation of  Dr.  Cohen.  2  of  these  still  show  a  diffuse  and  linear  cicatrization  of 
practically  the  entire  palpebral  conjunctiva,  but  no  corneal  or  other  involvement 
is  present  2  other  cases  of  this  group  still  show  a  fine  papillary  hypertrophy  of 
both  tarsal  conjunctivae,  with  no  corneal  or  other  complications.  The  remaining 
54  cases  have  remained  normal  for  the  past  four  and  a  half  years.  17  cases 
were  observed  for  six  months,  and  were  normal  when  last  seen. 

4  patients  with  follicular  conjunctivitis  became  infected  with  inclusions.  The 
follicles  previously  present  became  enlarged  and  congested,  and  new  papules  and 
follicles  appeared  on  the  upper  tarsal  conjunctiva  and  the  conjunctiva  of  the 
lower  lid.  These  cases  had  the  appearance  of  a  severe  type  of  inclusion  con- 
junctivitis. 

For  several  weeks  after  the  beginning  of  the  disease,  the  smears  in  all  cases 
showed  an  abtmdance  of  epithelial  cell  inclusions.  Toward  th^  end  of  the  dis- 
ease, the  number  of  inclusions  gradually  diminished.  Yet  after  three  months* 
duration,  although  no  inclusions  were  demonstrable  in  the  smears,  the  clinical 
aspect  of  the  disease  was  usually  still  evident 

T  Cohen,  M.,  Arch,  of  Ophth.,  1913,  xlii,  29. 
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On  Oct  23,  1914,  one  of  the  inclusion  cases  on  the  Island  developed  a 
slight  conjunctival  inflammation,  which  smears  and  cultures  showed  to  be  due 
to  the  Koch-Weeks  bacillus.  In  the  succeeding  two  weeks,  as  previously  men- 
tioned, additional  cases  of  inclusion  conjunctivitis  contracted  the  Koch- Weeks 
bacillus  infection.  Conjunctival  smears  and  cultures  examined  weekly  for  the 
past  several  months  showed  at  first  the  simultaneous  presence  of  inclusion  and 
Koch- Weeks  bacilli.  In  the  succeeding  two  months,  the  findings  varied,  at  times 
only  one  of  the  two  organisms  being  present,  at  other  times,  both.  Possibly 
this  was  due  to  relapse  or  reinfection.  In  the  next  two  months,  although  no 
organism  was  present  in  smears  and  cultures,  there  was  still  evidence  of  inflam- 
mation. Ultimately  the  conjunctiva  became  normal  in  all  but  one  case.  In  this 
case  there  is  still  at  the  end  of  a  year  evidence  of  an  inclusion  conjunctivitis  in 
the  retrogressive  stage. 

In  an  adjoining  ward,  where  mild  follicular  conjunctivitis  cases  were  being 
treated,  13  contracted  the  Koch- Weeks  bacillus  infection.  Previous  to  the  Koch- 
Weeks  infection,  all  these  cases  showed  over  various  areas  of  the  conjunctiva 
follicles  var3ring  in  number  and  size,  and  showing  no  inflammatory  reaction. 
The  first  case  in  this  ward  developed  on  Nov.  i,  1914.  Only  3  of  the  16  cases 
escaped  the  Koch-Weeks  infection.  The  Koch-Weeks  bacillus  was  present  in 
great  numbers,  but  no  other  pathogenic  organisms  could  be  demonstrated  through- 
out the  entire  course  of  the  epidemic,  which  lasted  six  months. 

The  clinical  manifestations  in  these  follicular  cases  were  as  follows.  There 
were  slight  edema  of  the  lids  and  conjunctival  congestion  with  mucopurulent 
secretion.  Both  eyes  became  successively  involved.  The  acute  infection  lasted 
six  to  eight  weeks.  At  the  end  of  this  period,  the  original  follicles  were  still 
present. 

In  one  of  the  typical  follicular  cases  it  was  difficult  to  determine  whether  the 
acute  infection  was  due  to  the  Koch-Weeks  bacillus  or  to  the  epithelial  inclu- 
sions. The  symptoms  were  those  of  a  severe  inclusion  conjunctivitis.  But  not- 
withstanding repeated  examinations  extending  over  two  months,  no  inclusions 
could  be  found.  Nevertheless,  judging  from  the  clinical  course  and  from  the 
fact  that  cell  inclusions  are  often  absent  in  the  subacute  stage,  this  and  similar 
cases  may  be  considered  due  to  epithelial  inclusions. 

2  cases  of  interstitial  keratitis  on  the  Island  Eye  Ward  and  i  at  the  Dispen- 
sary had  normal  conjunctivae,  when  they  suddenly  developed  an  acute  catarrhal 
conjunctivitis.  In  the  smears  and  cultures,  which  were  taken  weekly  for  four 
months,  the  Koch- Weeks  bacillus  was  present,  even  at  a  time  when  the  con- 
junctiva was  free  from  inflammation.  The  inflammatory  stage  lasted  from  six 
to  eight  weeks.    Inclusions  could  at  no  time  be  demonstrated  in  the  smears. 

The  clinical  appearance  in  these  cases  was  moderate  edema  of  the  lids,  and 
conjunctival  congestion  with  mucopurulent  secretion.  In  one  case  there  was 
present  a  small  scleroconjunctival  hemorrhage  with  a  small  phlyctena.  Con- 
junctival furrows  or  folds  also  appeared  in  those  cases  when  the  congestion 
diminished. 

As  regards  the  last  group  in  the  table,  2  cases  at  first  showed  the  Koch- Weeks 
bacillus  in  the  conjunctival  smears.  Later,  inclusion  cells  made  their  appearance, 
associated  with  their  clinical  manifestations.    In  the  first  case  there  was  present 


Digitized  by 


Google 


Hideyo  Noguchi  and  Martin  Cohen.  309 

a  mild  catarrhal  conjunctivitis,  papules  being  present  on  the  lower  tarsal  con- 
junctiva alone.  In  this  respect  it  differed  from  other  inclusion  cases  where  the 
papules  are  present  also  on  the  upper  tarsal  conjunctiva.  It  is  possible  that  the 
lesions  at  times  can  only  be  detected  microscopically.  A  second  examination 
in  this  case  revealed  the  epithelial  inclusions.  Perhaps  the  inclusions  were 
missed  in  making  the  first  examination,  as  it  is  likely  that  in  some  stages  of  the 
disease  only  a  few  epithelial  cells  contain  inclusions. 

The  second  patient  originally  had  a  follicular  conjunctivitis.  He  then  con- 
tracted an  acute  catarrhal  conjunctivitis,  the  secretion  containing  for  three 
weeks  the  Koch- Weeks  bacillus  alone.  At  the  end  of  this  time,  when  the  con- 
junctivitis improved,  he  again  developed  an  acute  conjunctival  inflammation,  and 
the  smears  showed  numerous  inclusions  and  a  few  Koch- Weeks  bacilli.  This 
case  then  followed  the  usual  course  of  an  inclusion  conjunctivitis,  the  conjunc- 
tiva ultimately  returning  to  a  normal  condition. 

In  a  ward  assigned  to  minor  eye  affections,  where  there  were  a  few  mild 
Koch-Weeks  ca§es,  a  routine  examination  of  the  conjunctiva  of  all  the  cases 
was  made,  in  order  to  determine  the  presence  of  the  Koch- Weeks  bacillus.  2 
cases  showed  the  Koch- Weeks  bacilli,  in  spite  of  the  fact  that  the  conjunctivae 
were  entirely  normal  throughout  the  whole  period.  In  another  case  in  the  same 
ward  degenerated  Koch- Weeks  bacilli  were  found  in  the  conjunctival  smears. 
This  case  then  developed  an  acute  inflammation,  showing  all  the  symptoms  of  an 
inclusion  conjunctivitis  with  the  added  flndings  of  epithelial  cell  inclusions  in  the 
smear  examination. 

In  our  routine  examinations  made  during  the  past  five  years  Koch-Weeks 
bacilli  have  rarely  been  found.  Recently  we  encountered  eight  cases  of  pneu- 
mococcal conjunctivitis.  Clinically  these  cases  resembled  acute  catarrhal  con- 
junctivitis, due  to  the  Koch- Weeks  bacillus,  and  were  so  diagnosed  before  the 
smears  and  cultures  showed  the  presence  of  numerous  pneumococct  without  any 
Koch- Weeks  bacillus.  The  conjunctival  secretions  in  these  cases  were  typically 
serous,  being  also  associated  with  diffuse  congestion.  The  duration  was  from 
one  to  two  weeks.  One  of  the  patients,  included  already  in  this  paper,  had  origi- 
nally an  inclusion  conjunctivitis.  Later,  he  contracted  a  Koch- Weeks  bacillus 
infection.  After  four  weeks,  when  apparently  cured,  another  acute  inflammation 
appeared,  which  was  due  to  the  pneumococcus.  This  infection  was  followed  by 
the  appearance  of  inclusion  conjunctivitis,  the  smears  showing  both  pneumo- 
coccus and  inclusion  cells.  At  present,  the  clinical  symptoms  are  those  of  an 
inclusion  conjunctivitis  in  a  state  of  relapse  or  reinfection. 

The  treatment  adopted  in  all  these  cases  was  irrigation  of  the  conjunctival 
sac  with  a  saturated  solution  of  boric  acid  every  two  hours,  and  the  application 
to  the  conjunctiva,  once  a  day,  of  a  silver  nitrate  solution,  until  the  acute  symp- 
toms had  subsided,  when  irrigation  alone  was  continued.  This  method  of  treat- 
ment had  practically  but  little  effect  on  the  course  of  the  inclusion  cases,  whereas 
in  the  Koch-Weeks  infections  decided  improvement  was  observable.  The  dis- 
appearance of  the  organisms  from  the  smears  and  culture  was,  however,  not  at 
all  influenced  by  the  application  of  the  silver  nitrate. 
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Bacteriological  and  Experimental  Studies  of  the  Present  Epidemic.^ 

Our  technique  for  obtaining  smears  and  cultures  was  as  follows. 
The  upper  lid  was  everted  and  then  the  short  end  of  a  sterile  slide 
was  gently  rubbed  over  the  upper  tarsal  conjunctiva  where  there  is 
least  likelihood  of  contamination.  By  means  of  a  platinum  loop, 
a  part  of  the  scrapings  removed  was  used  for  the  purpose  of  culti- 
vation and  animal  experiments.  The  remainder  of  the  materials 
on  the  slide  was  transferred  to  another  slide  where  a  thin  spread  was 
made,  and  examined  by  means  of  the  Giemsa  or  Gram  stain. 

Since  our  problem  deals  with  the  Koch-Weeks  infection,  the  cul- 
ture media  employed  were  chiefly  blood  agar  and  tissue  ascitic  fluid. 
The  cultural  findings  are  summarized  below. 

In  the  present  epidemic  it  was  noticed  that  various  strains  of  the 
so  called  Koch- Weeks  bacilli  or  hemoglobinophilic  organisms  in  cul- 
tures varied  in  size  to  such  an  extent  that  they  may  be  divided  into  a 
thin  (Figs.  4  to  7),  a  medium  (Figs.  8  to  11,  20  to  23),  and  a  coarse 
type  (Figs.  16  to  19),  according  to  their  morphology.  The  coarse 
variety  were  bacillary  or  coccoid  (Figs.  12  to  15)  and  resembled  cul- 
turally and  morphologically  some  strains  of  Bacillus  influensa*  (Figs. 
24  and  25)  derived  from  the  respiratory  organs;  while  the  thinner 
variety  was  much  narrower  and  often  shorter.  After  several  days' 
cultivation  at  37°  C.  on  blood  agar,  some  of  the  organisms  became 
somewhat  granular  and  unevenly  stainable;  when  found  in  large 
masses  they  often  assumed  the  appearance  of  the  granular  forms  of 
the  so  called  trachoma  bodies  (Figs.  5  to  7,  9  to  11,  13  to  15,  17  to 
19).  But  these  granules  did  not  break  down  so  as  to  approach  the 
minuteness  of  the  elementary  bodies  (Figs.  32,  33,  36,  39,  43,  45) 
which  are  found  in  the  uncomplicated  cases  of  inclusion  conjuncti- 
vitis or  trachoma.  The  degenerated  or  involuted  bacilli  do  not  have 
the  sharp  contour  of  the  elementary  granules.  Transplants  made 
from  these  somewhat  degenerated  granular  masses  of  the  hemoglo- 
binophilic organisms  give  a  good  growth  of  typical  bacillary  or  semi- 
coccoid  forms.  The  character  of  the  colonies  on  the  blood  agar 
is  also  distinctive,  in  that  they  remain  minute,  sharply  elevated  with 
a  pointed  top,  and  appear  more  grayish  than  the  colonies  of  the 

^This  part  of  the  work  was  carried  out  at  The  Rockefeller  Institute. 
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influenza  type  varieties,  which  show  a  tendency  to  spread  and  are 
of  a  more  dewy  aspect.  It  is  quite  possible  that  the  minute  type 
constitutes  a  group  by  itself,  but  further  study  is  required  to  de- 
termine its  relation  to  the  other  groups.  At  all  events  several  strains 
of  influenza  bacillus®  derived  from  cases  of  meningitis  and  pneu- 
monia appear  quite  different  from  the  conjunctivitis  strains  in  their 
morphological  features  (Figs.  24  to  28).  The  frequency  with 
which  organisms  of  different  type  were  found  in  the  present  epi- 
demic is  shown  in  Table  II. 

TABLE    II. 


Types. 


Orgmnitxns  present. 

1.  Epithelial  inclusions   first,  with  subsequent   Koch- 

Weeks  infection  (17  cases)  

2.  Koch- Weeks  bacillus  alone  (13  cases)   

3.  Koch- Weeks  bacillus  first,  with  subsequent  appear- 

ance of  inclusions  (2  cases) 


Coarse. 


I  Medium.      Thin. 


As  will  be  seen  from  Table  II,  the  thin  variety  occurred  very 
frequently  in  the  cases  in  which  the  patients  had  been  previously 
infected  with  the  inclusions.  In  the  simple  Koch-Weeks  cases  the 
medium  was  predominating.  It  is  significant  that  in  the  smears 
taken  from  the  cases  infected  with  the  inclusions  and  Koch-Weeks 
bacilli  it  is  not  difficult  to  differentiate  the  initial  bodies  of  the  for- 
mer from  the  bacilli,  because  the  initial  bodies  are  much  larger  and 
oval  in  shape,  and  take  up  a  deeper  blue  stain.  Fig.  3  shows  a  typ- 
ical inclusion  near  the  nucleus  and  some  Koch- Weeks  bacilli  in  the 
same  cell.  The  hemoglobinophilic  bacilli  are  seen  to  be  taken  up 
by  the  polynuclear  leucocytes  more  frequently  than  by  the  epithelial 
cells  (Fig.  i),  while  the  inclusion  bodies  are  chiefly  epithelial  and 
seldom  leucocytic  in  nature  (Figs.  29  to  45).  So  far  as  could  be 
ascertained  in  stained  specimens  the  bacilli  remain  well  preserved 
within  the  cells  and  do  not  seem  to  disintegrate  into  granules  (Fig. 
2).  On  the  other  hand,  the  initial  bodies  are  often  ill  defined  and 
do  not  show  any  distinct  bacillary  forms.     They  are  far  more 

•We  arc  indebted  to  Dr.  Martha  WoUstein  for  these  strains,  for  which  we 
here  wish  to  express  our  thanks. 
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pleomorphic  than  the  hemoglobinophilic  bacilli  (Figs.  29,  34,  37, 
40,  41,  43,  46,  and  47)- 

The  isolation  of  the  hemoglobinophilic  organisms,  irrespective  of 
the  type,  was  easily  accomplished  by  means  of  the  blood  agar;  but 
in  many  instances  the  preliminary  microscopical  search  in  the  smears 
failed  to  demonstrate  the  presence  of  a  few  organisms,  until  they 
could  be  found  by  the  cultural  procedure.  It  must  be  imderstood 
that  in  cases  where  the  inclusions  only  were  fotmd,  repeated  efforts 
to  isolate  the  hemoglobinophilic  organisms  were  made,  with,  however, 
invariably  negative  results.  In  this  connection  it  may  be  added  that 
a  number  of  cases  clinically  diagnosed  as  trachoma  was  also  studied 
in  order  to  see  if  any  hemoglobinophilic  organism  could  be  isolated. 
The  results  were  uniformly  negative.  A  few  cases  were  also  found 
in  the  same  wards,  which  may  have  been  infected  through  contact 
with  the  inclusion  cases  and  which,  although  carefully  observed 
from  the  earliest  stage  of  the  disease,  did  not  at  any  period  show  the 
presence  of  any  hemoglobinophilic  bacilli. 

Transmission  of  the  Inclusion  Bodies  to  Anim^. — In  order  to 
find  out  whether  the  inclusion  virus  ever  exists  in  the  form  of  a 
hemoglobinophilic  bacillus,  scrapings  from  the  conjunctivae  of  these 
cases  were  inoculated  into  the  conjunctiva  of  a  baboon.  Prior  to  the 
inoculation  the  conjunctiva  of  the  baboon  was  examined  to  ensure 
the  absence  of  such  a  bacillus.  Within  seventy-two  hours  after 
the  inoculation  the  conjunctiva  showed  moderate  congestion,  edema, 
and  a  few  minute  papules ;  a  small  quantity  of  a  mucopurulent  dis- 
charge was  present  at  the  inner  canthus.  The  smears  and  culture 
were  made  from  the  conjunctival  scrapings.  The  result  showed 
that  there  were  numerous  cell  inclusions,  but  no  hemoglobinophilic 
organisms^**  (Figs.  46  to  51).  The  examinations  were  continued 
regularly  for  a  period  of  two  weeks  and  the  results  were  tmvarying. 
As  was  previously  shown  by  various  investigators,  the  von  Prowazek 
bodies  are  transmissible  to  higher  apes,  but  the  hemoglobinophilic 
or  Koch-Weeks  bacillus  is  not. 

Attempts  To  Produce  Koch-Weeks  Bacillus  Conjunctivitis  in  Ant- 

mals. — Several  attempts  were  made  to  transfer  the  hemoglobino- 

1^  Cultures  made  after  24  and  48  hours  were  also  negative  in  regard  to  the 
hemoglobinophilic  bacillus. 


Digitized  by 


Google 


Hideyo  Noguchi  and  Martin  Cohen.  313 

philic  organisms  to  the  conjunctivae  of  rabbits  (young  and  adult) 
and  monkeys  (baboon  and  several  Macacus  rhesus),  by  introducing 
several  loopfuls  of  the  twenty- four  hour  blood  agar  cultures  of  dif- 
ferent strains  into  moderately  abraded  surfaces  of  conjunctivae. 
The  results  were  completely  negative,  except  in  the  case  of  one 
rabbit,  where  the  organism  was  still  recoverable  after  twenty-four 
hours.  It  seems  remarkable  that  such  a  large  quantity  of  pure 
cultures  of  freshly  isolated  strains  of  these  organisms  from  the 
cases  where  the  inclusions  were  also  present  should  fail  to  reproduce 
the  conjunctivitis,  in  view  of  the  fact  that  a  comparatively  small 
number  of  the  inclusions  as  contained  in  the  scrapings  from  a  patient 
can  readily  reproduce  the  inclusion  conjunctivitis. 

From  this  a  conclusion  may  be  warranted  that  in  a  conjunctivitis 
where  the  inclusion  and  the  hemoglobinophilic  bacilli  are  simultane- 
ously present,  two  pathogenic  factors  can  be  separated  by  means  of 
transmission  of  the  material  into  the  conjunctiva  of  a  suitable  animal 
(baboon)  in  which  the  inclusion  virus  alone  implants  itself  upon  the 
new  host,  while  the  bacilli  quickly  disappear  iFrom  the  inoculated 
conjunctiva.  For  man  both  organisms  are  pathogenic,  but  for  the 
baboon  only  the  inclusion  virus  is  capable  of  producing  infection. 

On  the  other  hand,  this  may  not  exclude  the  possibility,  as  asserted 
by  Williams  and  her  associates,  that  a  conjunctivitis  due  to  the 
Koch-Weeks  bacillus  may  also  show  some  cell  inclusions;  since 
under  certain  experimental  conditions  a  very  suggestive  phenom- 
enon, to  be  related  below,  has  been  observed. 

Attempts  To  Produce  the  Koch-Weeks  Bacillus  Epithelial  Inclu- 
sions in  Animals. — In  order  to  determine  experimentally  whether  or 
not  the  hemoglobinophilic  bacilli  when  taken  up  by  epithelial  cells  will 
undergo  the  morphological  changes  which  lead  to  the  formation  of 
so  called  inclusion  bodies,  an  intratesticular  inoculation  of  the 
rabbit  with  pure  cultures  of  the  hemoglobinophilic  organisms  iso- 
lated from  the  cases  already  mentioned  was  resorted  to.  The  local 
reaction  which  follows  consists  of  edema  of  the  scrotum  and  indura- 
tion of  the  testicular  parenchyma  within  twenty-four  hours.  The 
edema  gradually  disappears  within  the  next  few  days,  while  the 
testicular  induration  remains  more  or  less  the  same  for  about  five 
days,  after  which  it  commences  to  recede.     In  some  instances  the 
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rabbit  succumbed  to  septicemia  and  probably  to  intoxication  as  a  re- 
sult of  the  introduction  of  the  cultures.    The  organs  were  removed  at 
intervals  of  twenty- four  hours,  three  days,  and  six  days,  and  then 
fixed  in  sublimate  alcohol,  and  stained  by  Giemsa's  acetone  method,^ ^ 
and,  if  overstained,  treated  with  a  lo  per  cent  solution  of  Glycerin- 
athermischung  (Grubler)  for  a  few  minutes,  as  advocated  by  one  of 
us.^^     The  results  show  that  the  injection  of  the  bacilli  is  followed 
by  an  intense  leucocytosis,  in  which  the  polynuclears  invade  the 
tubules  in  groups.    In  the  twenty- four  hour  specimens  the  organisms 
are  still  well  distributed  along  the  interstitial  spaces ;  in  the  three  day 
specimens  one  notices  numerous  masses  of  agglutinated  bacilli  here 
and  there  within  the  tubular  lumina  or  along  the  connective  tissue. 
These  masses  take  on  a  purplish  hue  and  appear  granular  in  struc- 
ture and  indefinite  in  outline.     They  are  on  the  point  of  disintegra- 
tion.    The  granules  within  and  about  these  bacterial  masses  are 
not  so  minute  as  to  be  mistaken  for  the  elementary  bodies  of  the 
inclusion.     In  the  six  day  specimens  some  clumped  bacteria  were 
found  within  the  polynuclear  leucocytes,  but  a  diligent  search  failed 
to  show  any  typical  epithelial  cell  inclusions.     In  these  six  day  prep- 
arations the  number  of  the  bacterial  clumps  is  smaller  than  at  an 
earlier  .period.     There  were  no  granules  small  enough  to  be  regarded 
as  the  typical  elementary  granules.     While  a  careful  comparison  of 
the  inclusions  and  the  bacterial  clumps  just  referred  to  will  reveal 
the  difference  between  them,  this  is  not  always  easy  to  accomplish 
(Figs.  53  to  55).     Fig.  52  shows  a  mass  of  granules  from  a  case 
of  mixed  infection  of  Koch-Weeks  bacilli  and  the  von  Prowazek 
inclusions,  and  it  appears  difficult  to  determine  whether  they  rep- 
resent the  degenerated  bacilli  or  the  inclusion  granules.    The  deep 
stain  of  the  mass  and  the  absence  of  any  free  bacilli  around  it  seem 
to  indicate  that  it  belongs  to  the  latter  kind.     It  is  also  possible  that 
some  of  the  clumped  granules  found  in  the  conjtmctival  smears 
from  cases  of  Koch- Weeks  infection  might  have  been  interpreted  as 
the  cell  inclusions  and  classified  with  the  von  Prowazek  inclusions. 
Attempts  To  Transmit  the  Incltmon  Bodies  to  a  Parenchymatous 
Organ  in  Animals, — Efforts  were  also  made  to  transmit  the  von 

11  Giemsa,  G.,  Deutsch.  mcd.  Wchnschr.,  1909,  xxxv,  1752. 
-    i2Noguchi  and  Cohen,  Proc.  N,  Y.  Path.  Soc,  1910,  x,  20. 
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Prowazek  bodies  from  uncomplicated  inclusion  cases  to  the  testicles 
of  rabbits,  since  this  organ  offers  an  excellent  medium  of  growth  to 
various  highly  parasitic  organisms  which  otherwise  cannot  be  easily 
cultivated.^ ^  The  scrapings  of  conjunctivae  from  4  different  pa- 
tients were  inoculated  into  the  testicles  of  8  rabbits ;  but  in  spite  of 
the  large  number  of  the  inclusions  contained  in  the  conjunctival 
scrapings  used  for  this  purpose,  no  success  was  obtained  along  this 
line.  The  testicles  showed  within  twenty-foiu*  hours  some  indura- 
tion and  edema,  but  after  a  few  days  resumed  their  normal  condition. 
Tissues  removed  after  twenty- four  hours,  three  days,  and  six  days 
failed  to  show  any  cell  inclusions  when  examined  in  smears  and 
sections.  No  hemoglobinophilic  organism  was  found  in  cultures 
made  from  the  tissues.  This  negative  finding  also  tends  to 
strengthen  the  view  that  the  cell  inclusions  found  in  these  cases  were 
not  the  Koch- Weeks  bacilli,  for  if  they  had  been  it  would  have  re- 
sulted in  the  production  of  Koch-Weeks  orchitis. 

CONCLUSIONS. 

1.  There  are  cases  in  which  epithelial  cell  inclusions  may  alone  be 
present  in  the  conjunctival  smears.  In  such  cases  no  other  patho- 
genic organisms,  such  as  the  Koch- Weeks  bacillus  or  the  pneumo- 
coccus,  can  be  demonstrated  in  smears  or  cultures. 

2.  The  conjunctiva  can  become  simultaneously  infected  with  the 
inclusion  bodies  and  Koch- Weeks  bacilli  or  other  organisms. 

3.  In  cases  of  acute  or  subacute  conjunctival  inflammations  due 
to  mixed  infections  the  clinical  features  of  each  infection  may  be 
present.  The  course  of  the  inflammation  is,  however,  more  pro- 
longed. 

4.  Within  recent  years,  the  Koch-Weeks  bacillus  has  only  seldom 
been  found  in  our  routine  examinations. 

5.  The  epidemic  studied  was  of  a  severe  type. 

6.  Clinically  it  is  practically  impossible  to  distinguish  pneumo- 
coccal conjunctivitis  from  the  Koch-Weeks  conjunctivitis.  Bac- 
teriological examination  of  smears  and  cultures  is  the  only  means  by 
which  the  etiological  diagnosis  can  be  definitely  established. 

7.  Conjunctivae  of  certain  species  of  monkeys  are  susceptible  to 
i«  Noguchi,  H.,  Jour,  Exper.  Med.,  191 5,  xxi,  539. 
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the  von  Prowazek  inclusion  bodies,  but  not  to  the  hemoglobino- 
philic  bacilli  isolated  from  cases  of  epidemic  conjunctivitis. 

8.  The  injection  of  conjunctival  scrapings  containing  the  von 
Prowazek  cell  inclusions  into  the  testicles  of  rabbits  produces  no 
cell  inclusions  in  the  latter,  while  the  injection  of  a  pure  culture  of 
the  hemogldbinophilic  bacilli  causes  an  acute  inflammation  accom- 
panied by  numerous  clumps  of  the  organisms,  simulating  the  von 
Prowazek  bodies  at  certain  stages  of  their  evolution. 

9.  There  exists  an  apparent  morphological  similarity  between  the 
degenerated  forms  of  this  variety  of  the  hemoglobinophilic  bacilli 
and  the  cell  inclusions,  both  in  cultures  and  in  experimental  orchitis 
in  the  rabbit.  But,  as  a  rule,  the  elementary  bodies  of  the  latter  are 
much  smaller  and  more  sharply  defined  than  the  smallest  granules 
of  the  former,  while  the  initial  bodies  are  bigger,  more  intensely 
stainable,'  and  less  definite  in  their  contour  than  the  hemoglobino- 
philic bacilli  found  in  the  infected  conjunctivae. 

EXPLANATION  OF  PLATES. 

All  the  photographs  were  made  from  film  preparations,  except  where  other- 
wise stated.  They  were  stained  with  Giemsa.  The  enlargement  is  uniformly 
1,000  diameters. 

Plate  41. 

Fig.  I.  This  shows  a  mass  of  the  Koch- Weeks  bacilli  in  a  film  preparation 
from  an  uncomplicated  case  of  Koch-Weeks  conjunctivitis.  The  bacilli  belong 
to  the  thin  type  and  some  scattered  examples  appear  coccoid.  By  focusing,  the 
mass  is  seen  to  be  composed  of  numerous  well  defined  bacilli  which  cannot  be 
confused  with  the  inclusion  granules. 

Fig.  2.  An  epitheHal  cell  from  a  case  of  uncomplicated  Koch-Weeks  con- 
junctivitis. Around  the  periphery  of  the  cell  and  near  the  nucleus  along  the 
lower  border  numerous  bacilli  are  seen  to  be  attached  to,  or  contained  within, 
the  cell  body.  There  is,  however,  no  difficulty  in  recognizing  the  bacilli  as  such 
in  this  instance. 

Fig.  3.  A  film  preparation  from  a  case  of  mixed  infection  of  the  Koch- 
Weeks  and  the  inclusion  organisms.  In  the  field  the  epithelial  cell  is  seen  to 
contain  a  densely  stained  mass  of  the  initial  bodies  near  the  upper  right  border 
of  the  nucleus  and  numerous  Koch-Weeks  bacilli  to  the  left,  especially  where 
there  is  a  leucocyte. 

Fig.  4.  This  represents  a  twenty-four  hour  old  pure  culture  of  a  thin  type 
of  the  Koch-Weeks  bacilli  on  blood  agar. 

Figs.  5,  6,  and  7.  The  appearance  of  the  same  organism  as  in  Fig,  4  after 
3  days,  5  days,  and  8  days,  respectively,  on  the  same  medium  at  37**  C 
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Figs.  8,  9,  10^  and  11.  These  represent  the  appearance  of  a  medium  type  strain 
of  the  Koch- Weeks  bacilli  after  24  hours,  3  days,  5  days,  and  8  days,  respectively, 
on  blood  agar  at  37®  C. 

Figs.  12,  13,  14,  and  15.  These  show  the  appearance  of  a  strain  of  round  or 
coccoid  type  of  the  Koch-Weeks  bacilli  in  a  24  hour,  3  day,  5  day,  and  8  day 
growth  on  blood  agar,  respectively. 

Figs.  16,  17,  18,  and  19.  These  show  the  appearance  of  a  coarse  strain  of  the 
Koch- Weeks  bacilli  in  a  24  hour,  3  day,  5  day,  and  8  day  growth  on  blood  agar, 
respectively.    This  strain  resembles  B.  influensa;  more  than  the  others. 

Figs.  20,  21,  22,  and  23.  These  show  4  different  strains  of  the  Koch-Weeks 
bacilli  isolated  from  the  mixed  infection  cases  in  the  present  epidemic.  They 
belong  to  the  medium  type. 

Figs.  24,  25,  and  26.  These  show  24  hour  growths  of  3  different  strains  of 
B.  influenza  isolated  from  cases  of  pneumonia. 

Figs.  27  and  28.  These  show  24  hour  growths  of  2  different  strains  of  B, 
influens<B  isolated  from  cases  of  meningitis.  Both  strains  were  kept  on  artificial 
media  for  several  years  and  tend  to  form  threads  more  than  they  originally  did 
(Wollstein). 

Plate  42. 

Figs.  29,  30,  31,  32,  and  33.  These  show  the  inclusions  at  various  stages  of 
evolution  in  the  film  preparations  made  from  a  case  (Tho.)  of  inclusion  con- 
junctivitis. This  patient  had  been  suffering  from  the  inclusion  conjunctivitis 
when  he  was  superinfected  with  the  Koch-Weeks  bacilli,  which,  in  due  course, 
disappeared  from  his  conjunctiva  leaving  the  original  condition  little  affected. 
These  inclusions  shown  here  were  found  in  the  conjunctiva  long  after  the  Koch- 
Weeks  bacilli  had  disappeared  in  smears  or  in  cultures.  The  minute  elementary 
bodies  in  Figs.  32  and  33  bear  no  resemblance  to  the  degenerated  forms  of  the 
Koch- Weeks  bacilli. 

Figs.  34, 35,  and  36.  These  represent  the  inclusion  bodies  in  an  uncomplicated 
case  (Sh.),  that  is,  without  any  association  with  the  Koch- Weeks  bacilli.  The 
character  of  the  initial  bodies  in  Fig.  34  would  definitely  dispose  of  any  sug- 
gestion as  to  their  being  the  Koch-Weeks  bacilli.  Fig.  36  shows  a  still  unburst 
intracellular  aggregation  of  the  elementary  bodies. 

Figs.  37,  38,  and  39.  Inclusions  from  another  case  (Sat)  of  pure  inclusion 
conjunctivitis. 

Figs.  40,  41,  and  42.  Inclusions  from  a  case  (Bol.)  of  trachoma.  The  initial 
bodies  as  shown  in  Fig.  40  are  exceptionally  coarse. 

Figs.  43,  44,  and  45.  Inclusions  from  an  uncomplicated  case  (For.)  of  inclu- 
sion conjunctivitis.  In  Fig.  43  a  thick  mass  of  the  initial  bodies  is  seen  to  em- 
brace the  left  side  of  the  nucleus  of  a  cell  on  the  left,  while  on  the  right  numer- 
ous elementary  granules  are  scattered  around  the  cell  below.  Figs.  44  and  45 
show  the  steps  of  evolution  of  the  inclusion  bodies. 

Plate  43. 

Figs.  46,  47,  48,  49,  50,  and  51.  Different  stages  of  the  evolution  of  the  inclu- 
sion bodies  and  the  conjunctiva  of  a  baboon  experimentally  infected  with  the 
scrapings  of  the  affected  conjunctivae  of  man.   ^The  structure  of  the  initial 
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bodies  in  Figs.  46,  47,  and  48  is  quite  peculiar  and  reveals  no  definite  bacillary 
outlines.  They  are  deeply  stained,  almost  amorphous,  and  show  indistinct  coarse 
granules  within  the  mass.  The  elementary  bodies  are  even  more  minute  than 
those  in  the  human  cases,  as  will  be  seen  in  the  cell  occupying  the  lower  half  of 
Fig.  48.  In  the  same  figure  one  sees  an  irregularly  shaped  mass  of  the  initial 
bodies  at  the  upper  corner.  In  Figs.  49,  50,  and  51  are  shown  the  enormously 
distended  cells  in  which  the  inclusion  granules  are  rapidly  multiplying. 

Fig.  52.  This  shows  a  dense  mass  of  deeply  stained  granules  in  a  film  prepa- 
ration from  a  case  of  mixed  infection.  This  mass  appears  to  be  more  of  the 
von  Prowazek  type  of  body  than  of  the  degenerated  Koch- Weeks  bacilli. 

Figs.  53,  54,  and  55.  Sections  of  the  rabbits'  testicles  inoculated  with  pure 
cultures  of  Koch-Weeks  bacilli  isolated  from  the  mixed  infection  cases  during 
the  present  epidemic.  Fig.  53  shows  that  the  organisms  assume  a  coccobacillary 
form  when  examined  within  twenty-four  hours  after  they  were  injected  into  the 
testicle.  In  photography  they  appear  somewhat  like  the  initial  bodies  in  the 
inclusion  cases,  yet  in  actual  examination  of  the  preparations  they  are  not  difficult 
to  distinguish  as  the  Koch-Weeks  bacilli.  They  are  freely  capable  of  cultivation 
when  a  minute  portion  of  the  testicle  is  transferred  to  the  blood  agar,  while  this 
is  not  the  case  with  the  initial  bodies  of  the  inclusion  organism.  In  Figs.  54  and 
55  the  sections  removed  after  3  and  6  days,  respectively,  are  shown  in  which 
large  masses  of  agglutinated  and  somewhat  ill  defined  bacilli  are  found  in  clear 
spaces  within  the  lumen  of  the  testicular  tubules.  They,  too,  present  an  appear- 
ance not  unlike  that  of  the  inclusion  organism  found  in  experimental  conjuncti- 
vitis in  monkeys,  as  well  as  in  an  epidemic  in  man.  Here,  again,  a  culture  on 
blood  agar  is  quickly  differentiated  from  the  other  kind,  as  the  Koch-Weeks 
bacilli  at  this  stage  still  thrive  very  well  in  culture,  while  the  pure  inclusion 
material  does  not  give  any  growth  with  the  hemoglobinophilic  bacilli. 


Digitized  by 


Google 


THE  JOURNAL  OF  EXPERIMENTAL  MEDICINE  VOL.  XXII. 


PLATE  41. 


5i' 


«*■-,   '    16.    £ 


.r'n  '^'/'<3ii 

11 

^?^ 

hS 

) 

-    ^ 

f 'f-^ 

^^ 

*  ;& 

fjUlfSfiiJWr 

a      -a 

WQBMpfi^ 

•II 

i-«^ 

BfBBP^ 

(Noguchi  and  Cohen:  Epidemic  of  Koch-Weeks  Bacillus  Conjunctivitis.) 


Digitized  by 


Google 


•••••   • 

t  •  •  •    • 


Digitized  by 


Google 


THE  JOURNAL  OF  EXPERIMENTAL  MEDICINE  VOL.  XXII. 


PLATE  42. 


(Noguchi  and  Cohen:  Epidemic  of  Koch-Weeks  Racillus  Conjunctivitis.) 


Digitized  by 


Google 


Digitized  by 


Google 


THE  JOURNAL  OF  EXPERIMENTAL  MEDICINE  VOL.  XXII. 

Exi)erimental  Inclusion  Conjunctivitis  in  Baboon  (46-51  , 


PLATE  43. 


m  f 


Experimental  Koch-Wceks  Orcliitis  in  Rabbit  (S3-SS)' 

(Noguchi  and  Cohen:  Epidemic  of  Koch-Weeks  Bacillus  Conjunctivitis.) 
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STUDIES  OF  METABOLISM  IN  THE  DOG  BEFORE  AND 
AFTER  REMOVAL  OF  THE  SPLEEN. 

By  SAMUEL  GOLDSCHMIDT,  Ph.D.,  and  RICHARD  M.  PEARCE,  M.D. 

(From  the  John  Herr  Musser  Department  of  Research  Medicine  of  the  Univer- 
sity of  Pennsylvania,  Philadelphia.) 

(Received  for  publication,  June  4,  191 5.) 

In  contradistinction  to  the  uniformly  negative  results  obtained 
by  those  who  have  studied  the  influence  of  the  spleen  on  metab- 
olism are  the  observations  of  Richet  (i),  which  seem  to  indicate 
that  in  order  to  maintain  the  weight  of  a  splenectomized  dog  a  much 
larger  amount  of  food  is  required  than  is  the  case  with  a  normal 
dog.  Richet's  studies  suggested  to  us  a  possible  explanation  of 
certain  contradictory  and  confusing  results  which  have  been  ob- 
tained in  this  laboratory  during  a  lengthy  study  of  the  influence  of 
diet  upon  the  anemia  which  follows  removal  of  the  spleen.  Un- 
fortunately, however,  Richet  investigated  only  the  weight  of  the 
animals  in  relation  to  the  amount  of  food  given  and  did  not  attempt 
a  general  study  of  metabolism.  Moreover,  a  study  of  the  literature 
of  this  subject  shows  that  although  a  very  complete  metabolism 
study  has  been  made  by  Paton  (2),  who  decided  that  the  spleen 
has  no  importance  in  metabolism,  no  one  has  made  metabolic  studies 
after  splenectomy  in  animals  in  a  state  of  nitrogen  equilibrium. 
We  therefore  undertook  the  present  investigation  in  the  hope  of 
throwing  some  light  upon  the  dietary  studies  to  which  we  have  re- 
ferred, and  also,  if  possible,  to  clear  up  the  apparent  discrepancy 
between  the  results  of  Richet  and  of  Paton. 

Previous  Investigations. 

Paten's  investigation  included  studies  of  the  nitrogen  metabolism  and  the 
elimination  of  salts  in  a  single  dog  before  and  after  splenectomy.  Observations 
were  made  during  fasting  and  on  (i)  meat,  (2)  oatmeal  and  milk,  and  (3)  rich 
nuclein  diets.  The  first  postsplenectomy  metabolism  study  was  made  26  days 
and  the  last  4  months  after  the  operation.    Paton's  general  conclusion  is  that 
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under  the  various  conditions  of  his  experiments,  splenectomy  causes  no  essential 
difference  in  the  course  or  nature  of  the  metabolism. 

In  Richet's  first  investigation  9  splenectomized  dogs  were  contrasted  with  6 
normal  dogs.  No  metabolism  studies  and  no  examinations  of  the  blood  were 
made.  Conclusions  were  based  on  records  of  food  taken  and  the  weight  of 
the  animals  at  various  intervals.  The  increased  consumption  of  food  by  the 
splenectomized  animals  is  thought  by  Richet  to  be  due  to  an  increased  catabolism 
in  those  animals  and  not  to  any  disturbance  of  digestion.  In  a  later  report  (i) 
he  refers  to  studies  of  17  splenectomized  dogs,  of  which  5  were  under  observa- 
tion for  about  2  years,  and  confirms  the  conclusions  of  his  earlier  report  In 
this  connection  it  is  a  matter  of  importance  that  the  conclusions  are  based  on 
the  averages  of  2  groups  of  dogs  of  widely  different  weights.  Richet  has  not 
contrasted  splenectomized  dogs  of  given  weight  with  normal  dogs  of  the  same 
weight,  but  if  one  selects  from  his  tables  dogs  of  the  same  weight  the  differ- 
ences in  food  consumption  are  found  to  be  very  slight.  Only  2  dogs  were  studied 
both  before  and  after  splenectomy. 

Mendel  and  Jackson  (3)  who  investigated  the  relation  of  the  spleen  to  purine 
metabolism  found  that  in  splenectomized  dogs  and  cats  no  changes  occurred. 

Verzdr  (4)  has  found  that  extirpation  of  the  spleen  in  dogs  has  no  appreciable 
effect  upon  the  respiratory  gas  exchange.  A  similar  conclusion  was  reached  by 
Korenchevski  (5)  as  regards  both  gaseous  and  nitrogenous  metabolism.  No 
other  experimental  studies  of  the  influence  of  splenectomy  are  available  except 
the  brief  note  of  Austin  and  Ringer  (6),  to  the  effect  that  in  the  dog  the  absence 
of  the  spleen  does  not  in  any  way  modify  the  course  of  the  glycosuria  caused 
by  phlorhizin. 

Metabolism  studies  in  man,  before  and  after  removal  of  the 
spleen,  are  few  in  number,  and,  moreover,  are,  in  all  instances,  diffi- 
cult of  interpretation  because  of  the  existence  of  pathological  con- 
ditions, such  as  Banti's  disease,  pernicious  anemia,  or  congenital 
hemolytic  jaundice,  on  account  of  the  presence  of  which  the  organ 
was  removed.  As  the  present  study  has  for  its  object  the  deter- 
mination of  the  influence  of  the  removal  of  the  normal  spleen  from 
a  normal  animal,  the  literature  dealing  with  changes  following  its 
removal  in  disease  (7)  need  not  be  considered  at  this  time. 

Methods, 

The  four  dogs  used  in  this  study  were  placed  upon  a  constant 
diet  of  beef  (usually  beef  heart),  lard,  and  sugar,  the  amounts  of 
each  of  which  constituents  varied  according  to  the  caloric  needs  of 
each  dog.  The  standard  diet  contained  0.4  of  a  gram  of  nitrogen  per 
kilo  and  70  calories  per  kilo  of  body  weight.  A  small  amount  of 
sodium  chloride  was  given  each  day,  and  a  sufficient  amount  of 
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bone  ash  was  added  to  ensure  well  formed  feces.  The  water  intake 
for  each  day  was  constant.  To  some  animals  the  beef  heart  was 
given  raw ;  in  other  instances  it  was  boiled.  After  one  or  two  weeks 
on  the  special  diet,  if  the  weight  of  the  animal  remained  constant, 
a  preliminary  metabolism  study,  covering  a  period  of  seven  days, 
was  made.  If  the  results  of  this  were  satisfactory  the  animal  was 
then  splenectomized  and  the  metabolism  studies  were  resumed  at 
various  intervals  after  the  operation.  In  each  experiment  the  diet 
after  operation  was  always  the  same  as  before  and  was  continued 
without  change  in  the  intervals  between  periods  of  metabolism  study. 
Analyses  were  made  of  all  foods  for  fat  and  total  nitrogen.  During 
the  periods  of  study  the  animals  were  kept  in  the  usual  metabolism 
cages.  They  were  catheterized  at  the  end  of  every  twenty-four 
hours  and  the  feces  marked  by  carmine. 

In  the  analysis  of  the  urine  the  total  nitrogen  was  determined 
by  the  Kjeldahl-Gunning  method,  ammonia  by  Folin's  method  (8), 
creatine  and  creatinine  by  Folin's  method  (9),  and  the  hydrogen  ion 
concentration  according  to  Henderson's  technique  (10).  In  the 
study  of  the  feces  the  Kjeldahl-Gunning  method  was  used  for  total 
nitrogen,  the  Folin-Wentworth  method  for  fat  (11),  and  Neu- 
mann's method  (12)  for  iron. 

The  removal  of  the  spleen,  an  essentially  bloodless  operation, 
was  done  under  ether  anesthesia.  These  operations  were  per- 
formed by  Dr.  Max  M.  Peet,  of  the  Department  of  Surgery. 

RESULTS. 

The  details  of  our  studies  of  nitrogen  metabolism  are  shown  in 
Tables  I,  II,  III,  and  IV ;  of  fat  metabolism  in  Table  V ;  and  of  the 
elimination  of  iron  in  Table  VI. 

Nitrogen  Metabolism, — ^Table  I  shows  the  earliest  period  of  meta- 
bolic study  (three  days)  after  splenectomy.  The  animal  shows  no 
loss  of  weight,  no  ill  effect  of  the  operation,  and  the  conditions 
were  therefore  ideal  for  the  detection  of  any  slight  changes  in  metab- 
olism which  might  be  due  to  the  absence  of  the  spleen.  No  varia- 
tions in  nitrogen  partition  were  observed,  however,  and  the  nitrogen 
equilibrium  was  maintained :  an  average  daily  balance  before  opera- 
tion of  0.45  of  a  gram  and  after  operation  of  0.46  of  a  gram. 
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TABLE  I. 
Dog  57.    Nitrogen  Metabolism  before  and  Three  Days  after  Splenectomy. 
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"         13 
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"         14 
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"         15 
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6.90    3-53    0.08 
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10.9  '  4.80 

I8S 

40 

'6.41    3.81    0.16 

0.306 

0.291 

0.53  !  4-34  '  +0.46 

♦  Diet:  raw  beef,  150  gm. ;  lard,  50  gm. ;  sugar,  50  gm. 
♦♦Expressed  as  negative  logarithms. 

Table  II  shows  practically  the  same  results,  13  days  and  8  weeks 
after  splenectomy.  The  animal  was  in  nitrogen  equilibrium  before 
splenectomy  and  maintained  that  condition  after  splenectomy.  The 
general  metabolism  shows  entirely  normal  results.  The  utilization 
of  nitrogen  was  in  no  way  interfered  with;  it  was  94  per  cent  before 
operation  and  95  and  93  per  cent  in  the  postsplenectomy  periods. 

In  Table  III,  which  presents  observations  2,  6,  and  10  weeks 
after  splenectomy,  the  results  in  the  third  and  fourth  periods  (sixth 
and  tenth  weeks)  are  similar  to  those  shown  in  Tables  I  and  II. 
In  the  early  period  after  splenectomy,  however,  this  animal  showed 
a  loss  of  appetite  which  caused,  during  the  two  weeks  following 
operation,  a  loss  in  weight  of  1.4  kilos.  This  loss  of  appetite  was 
not  due  to  infection  or  other  postoperative  disturbances,  but  ap- 
peared to  be  due  rather  to  a  dislike  of  the  lard  in  the  diet.     When 
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TABLE  II. 

Dog  48,    Nitrogen  Metabolism  before  and  Two  and  Eight  Weeks  after 

Splenectomy. 
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195 

55 

Acid 

7.14    5.19 

0.31 

0.340 

0.575 

0.30 

5.49 

H-o.ir 

8     13.1    5.60 

280 

35 

6.00    5.36 

0.34 

0.368 

0.513 

0.30 

5.66 

—0.06 

9     13.1    S-6o 

290 

33 

6.90  1  4.95 

0.29 

0.352 

0.636 

0.30 

5.25 

+0.35 

10     13.1    5.60 

265 

39 

6.80    4.65 

0.29 

0.368 

0.513 

0.30 

4.96 

+0.64 

*'      II  1  13. 1    5.60 

235 

38 

6.80    4.38 

0.29 

0.324 

0.527 

0.30 

4.68 

+0.92 

••      12  1  13.1    5.60 

295 

36 

6.80   4.40 

0.27 

0.329 

0.558 

0.30 

4.70 

+0.90 

"      13  1  13.1    5.60 

245 

35 

6.80  1  4.52 

0.23 

0.3850.672 

0.30 

4.82 

+0.78 

Average..   13. i  |  5.60 

256 

39 

6.75    478 

0.29 

0.352  0.570 

0.30 

5.08 

+0.51 

Jan.    18  1  13.6  1  5.70 

275 

30 

Acid 

6.80    4.46  1  0.22 

0.3550.398 

0.40  1  4.86 

+0.84 

'•      19     136  '  S.70 

210 

44 

6.80    4.32  1  0.24  jo.346lo.382 

0.40  1  4.72 

+0.98 

••     20     13.6  ,  5.70 

310 

20 

6.70  4.58 !  0.22  '0.364I0.361 

0.40  ,  4.98 

+0.72 

"     21     13.5  '  5.70 

300 

39 

6.80    4.92  j  0.21  |o.355  0.474 

0.40  1  5.32 

+0.38 

••     22     13.5  , 5.70 

250 

35 

6.70    4.49  !  0.24  0.311  0.362 

0.40 ;  4.89 

+o.8r 

••     23  1  13.4  1  570 

300 

39 

6.90    5.12  I0.23  10.3370.463 

0.40  1  5.52 

+0.18 

••     24     13.4    5.70 

300 

39 

6.90    5.51  '  0.22  0.326  0.405 

0.40    591 

—0.21 

Average..!  13.5  i  5.70 

278 

35 

t          ,          • 
1  6.80    4.77  '  0.22  0.342  0.406 

0.40    5-47 

+0.53 

*  Diet :  raw  beef  heart,  200  gm. ;  lard,  60  gm. ;  sugar,  60  gm. 
**  Expressed  as  negative  logarithms. 

the  lard  was  cut  out  of  the  diet  the  animal  ate  readily,  and  later 
when  the  lard  was  again  added  no  trouble  was  experienced.  As 
may  be  seen  in  Table  V,  this  was  the  only  animal  which  showed  a 
high  neutral  fat  content  in  the  feces,  though  what  relation  there 
may  be  between  this  and  the  dislike  of  fat  is  not  evident.  The  prac- 
tical result  of  this  loss  of  weight  after  splenectomy  was  a  moderate 
retention  of  nitrogen  in  the  first  postsplenectomy  metabolism  period.  = 
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TABLE  IIL 

Dog  5^.    Nitrogen  Metabolism  before  and  Two,  Six,  and  Ten  Weeks  after 

Splenectomy. 


1 

• 

1 

Urine. 

2 

1 

1 

2 

Date. 

U 

^p; 

§s 

.it 

55 

.g 

1 

« 

z 

< 

M 

^1 

'¥ 

I 

< 

J 

J 

1 

z 

kilos 

gm. 

cc. 

10 

gtn. 

gtn,     gtn.     gfn. 

gm. 

gm. 

gm. 

Nov.  25 

10.8 

4.77 

170 

44 

Acid 

6.50 

4.17 

0.30  0.368  None 

0.38 

4.58. 

+0.22 

••      26 

10.8 

4.77 

160 

44 

6.50 

4.23 

0.26  0.378     " 

0.38 

4.61 

+0.16 

'*     27 

10.8 

4.77 

225 

33 

6.50  1  4.49 

0.23  0.368I     *' 

0.38 

4.87 

—  O.IO 

"      28 

10.8 

4.77 

170 

58 

6.50 

4.55 

0.24 

0.368 

** 

0.38 

4.93 

-0.16 

"      29 

10.8 

4.77 

180 

46 

6.50 

4.55 

0.25 

0.368 

*' 

0.38 

4.93 

-0.16 

'•     30 

10.8    4.77 

215 

40 

6.50 

4.68 

0.25 

0.358     " 

0.38 

5.06 ;  -0.29 

Dec.     I 

10.8 

4.77 

160 

43 

6.50 

4.44 

0.25 

0.351J     '* 

0.38 

4.82 1  -0.05 

Average. . 

10.8 

4.77 

183 

44 

6.50  1  4.44 

0.25 

0.365I 

0.38 

4,82 ;  -0.05 

Dec.     2 

Splenectomy. 

"     15 

9.4 

4.70 

225 

23      Acid 

6.90 

2.75 

0.16 

0.213!  None  0.44   319 

+I.5I 

'•     16 

9-4 

4.70 

180 

39 

6.50 

3.73 

0.25 

0.324     "       0.44    4.17 

+0.53 

••     17 

9.5 

4.70 

"5 

43 

6.80 

2.99 

0.15 

0.281;     •'      0.4413.43 

+1.37 

"     18 

9.5 

4.70 

210 

35 

6.80 

2.79 

0.15 

0.289*     "       0.44 

323 

+1.47 

"     19 

9.6 

4.70 

85 

53 

6.50 

2.48 

0.20 

0.295 

"       0.44 

2.9a 

+1.78 

-     20 

9.7 

4.70 

275 

20 

6.70 

2.79 

0.25 

0.291 

*' 

0.44 

3.23 

+1.47 

"'     21 

9.8 

4.70 

175 

30 

6.70 

2.52 

0.23 

0.289 

** 

0.44 

2.96 

+1.74 

"     22 

9.8  1  4.70 

225 

25 

*• 

6.80  I  2.88 

0.25 

0.311 

«< 

0.44 !  3.32 

+i.3« 

Average. . 

9.6 

4.70 

186 

34 

6.71 

2.87 

0.21 

0.287 

0.44  3.31 

+1.39 

Jan.   12 

10.3 

4.40 

235 

28 

Acid 

6.00 

3.33 

0.27 

0.3 1 1 

None  0.48   3-8i 

+0.59 

"     13 

10.3 

4.40 

190 

35 

6.30 

3.38 

0.24 

0.3 1 1 

" 

0.48 

3.86 

+0.54 

'*     14 

10.3 

4.40 

210 

35 

6.15    3.60 

0.26 

0.3  II 

** 

0.48 

4.08 

+0.32 

"     15 

10.4 

4.40 

180 

42 

6.30    3.45 

0.22 

0.324 

** 

0.48 

3.93 

+0.47 

•'     16 

10.4 

4.40 

175 

39 

•« 

6.30 

3.54 

0.25 

0.324;     " 

0.48 

4.02 

+0.38 

*'     17 

10.4 

4.40 

225 

35 

6.70 

3.38 

0.25 

0.31 1      *• 

0.48 

3.86 

+0.54 

"     18 

10.4 

4.40 

205 

29 

6.30 

3.57 

0.26 

0.3 1 1 

'*     1  0.48  f  4.05 

+0.35 

Average. . 

10.35 

4.40 

203 

35 

5.29    3.46 

0.25 

0.318 

|0.48 

3.94 

+0.45 

Feb.  10 

10.8 

4.10 

160 

35 

Acid 

6.90 

2.96 

0.23 

0.225 

None  0.44 

3.40 

+0.70 

*'     II 

10.8 

4.10 

"5 

25 

•* 

6.80 

3.11 

0.25 

0.228 

*' 

0.44 

3.55 

+0.55 

•*     12 

10.8 

4.10 

220 

22 

'* 

6.80 

323 

0.20 

0.234 

** 

0.44 

3.67 

+0.43 

'*     13 

10.8 

4.10 

200 

27 

'* 

6.80 

3.20 

0.19 

0.234 

•• 

0.44 

3.64 

+0.46 

"     14 

10.9 

4.10 

190 

32 

" 

6.80 

3.44 

0.18 

0.231 

" 

0.44 1 3.88 

+0.22 

Average. . 

10.8 

4.10 

197 

28    i 

6.82 

3.19  !o.2I 

0.230 

0.44 '  3.63 

+0.47 

*  Diet :  boiled  beef  heart,  100  gm. ;  lard,  50  gm. ;  sugar,  50  gm. 
**  Expressed  as  negative  logarithms. 

However,  in  the  third  period,  when  the  animal  had  returned  to 
exactly  the  same  weight  as  before  operation,  nitrogen  equilibrium 
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TABLE  IV. 

Dog  56.    Nitrogen  Metabolism  before  and  Ten  Days  and  Three  Months  after 

Splenectomy. 


Urine. 

1    _• 

•0 

i 

1 

i 

1 

1 

J 

s 

2 

Dale. 

i 

< 

1! 

Jp 

1 

4 

S 

i 

i 

Z 

kilos 

gm. 

cc. 

10 

gm. 

gm. 

gm. 

gm. 

gm. 

gm. 

gm. 

Feb.   i6 

8.5 

3.43 

100 

39 

Add 

6.30 

2.63 

0.13 

0.22l|0.0I4 

0.35 

2.98 

+0.45 

"      17 

8.5 

3.43 

"5 

44 

6.00 

2.61 

0.17 

0.2700.022 

0.35 

2.96 

+0.47 

••      18 

8.5 

3.43 

140 

38 

6.IS  !  2.39 

0.14 

0.279  0.022 

0.35 

2.74 

H-0.66 

"      19 

8.4 

3.43 

120 

42 

6.30 

2.63 

0.17 

0.3190.057 

0.35 

2.98 

+0.45 

*'      20 

8.4 

3.43 

120 

47 

6.30 

2.73 

0.16 

0.261  |0.ii6 

0.35 

3.08 

+0.35 

•*     21 

8.4 

3.43 

200 

39 

6.30 

2.61 

0.13 

0.2650.084 

0.35 

2.96 

+0.47 

••     22 

8.4 

3.43 

90 

50 

6.15 

2.60 

0.14 

0.2530.067 

0.35 

2.95 

+0.48 

Average . . 

8.4 

3.43 

126 

43i 

6.21 

2.60 
nectoi 

0.15 

0.267  0.055 

0.35 

2.95 

+0.48 

Feb.  23 

Sple 

ny. 

Mar.    s 

8.0 

3.37 

165 

47 

Add 

6.15 

3.11 

0.13 

0.231 

0.121 

0.41 

3.52 

-0.15 

6 

8.0 

3.37 

no 

46 

6.15 

3.00 

0.14 

0.213 

0.143 

0.41 

3.41 

—0.04 

••       7 

8.0 

3.37 

150 

44 

6.50 

3.19 

0.14  0.234 

0.081 

0.41 

3.60 

—0.04 

8 

8.0 

3-37 

210 

40 

6.15 

3.30 

0.16 

0.221 

0.119 

0.41 

371 

-0.34 

9 

7.9 

3.37 

170 

42 

6.15 

3.32 

0.16 

0.213 

0.144 

0.41 

3.73 

—0.36 

••      10 

7.9 

3.37 

130 

49 

5.85 

3.18 

0.16 

0.213 

0.114 

0.41 

359 

-0.22 

"      II 

7.9 

3.37 

170 

38 

6.15 

309 

0.12 

0.213 

0.129 

0.41 

3.50 

-0.13 

Average. . 

8.0 

3.37 

152 

44 

6.14 

3.17 

0.14 

0.220 

0.122 

0.41 

3.72 

-0.18 

May  20 

7.9 

3.78 

130 

Add 

2.17 

0.213 

0.029 

0.38 

2.55 

+1.23 

"     21 

7.9 

3.78 

145 

*' 

2.07 

0.213 

0.014 

0.38 

2.45 

+1.33 

"     22 

7.9 

3.78 

130 

" 

2.24 

0.225 

O.OIO 

0.38 

2.62 

+1.16 

••     23 

7.9 

3.78 

260 

" 

2.56 

0.238 

0.017 

0.38 

2.94 

+0.84 

"     24 

7.9 

3.78 

"5 

2.47 

0.213 

0.014 

0.38 

2.85 

+0.93 

Average . . 

7.9 

3.78 

156 

1 
1 

2.30 

0.220 

0.0I7I  0.38 

2.68 

H-i.io 

*  Diet :  boiled  beef  heart,  75  gm. ;  lard,  40  gm. ;  sugar,  40  gm. 
*♦  Expressed  as  negative  logarithms. 

was  again  maintained.  It  would  seem  conclusive,  therefore,  that 
the  loss  of  weight  and  nitrogen  retention  of  the  earlier  periods 
were  due  to  an  influence  other  than  the  absence  of  the  spleen.  It  is 
of  interest  that  this  dog  excreted  no  creatine. 

In  the  experiments  thus  far  presented  there  is  no  evidence  that 
the  absence  of  the  spleen  influences  in  any  way  nitrogen  metabolism. 
In  a  fourth  animal,  however,  the  results  were  discordant. 

This  animal  (Table  IV)  had  served  as  a  control  for  the  blood 
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TABLE  V. 
Fat  Determinations  before  and  after  Splenectomy, 


Dog 

Toul 

Total 

Fat 

Total  out- 
put of  fatty 

Fatty  acids 

Total  out- 

Neutral fat 

No! 

Period.* 

intake. 

output. 

utilized. 

acids  includ- 
ing soaps. 

intoul 
output. 

put  of  neu- 
tral fats. 

in  total 
output. 

gm. 

gm. 

percent 

gm. 

per  cent 

gm. 

per  cent 

48 

I 
(7  days) 

460.6 

26.54 

94.2 

22.45 

84.4 

4.09 

IS.6 

Nov.  24 

Splenectomy 

II 

460.6 

20.92 

95.5 

18.II 

86.5 

2.81 

13.5 

(7  days) 

III 

460.6 

15.77 

96.6 

II.51 

73.0 

4.26 

27.0 

(7  days) 

52 

I 
(7  days) 

374.8 

9.19 

97.5 

6.29 

68.4 

2.90 

31.6 

Dec.     2 

Splenectomy 

II 

428.32 

12.64 

97.0 

5.93 

46.9 

6.71 

S3.I 

(8  days) 

III 

374.8 

17.14 

95.4 

8.44 

49.2 

8.70 

50.8 

(7  days) 

IV 

267.7 

7.85 

97.1 

6.71 

85.5 

1. 14 

14.5 

(5  days) 

S6 

I 
(7  days) 

298.4 

13.59 

95.4 

9.27 

68.3 

4.32 

31.7 

Feb.  23 

Splenectomy 

II 

298.4 

14.25 

95.2 

II. II 

.    78.0 

3.14 

22.0 

(7  days) 

57 

I 
(7  days) 

380.45 

23.87 

93.7 

19.42 

81.4 

5.04 

18.6 

Mar.    7 

Splenectomy 

II 

380.45 

10.56 

97.2 

7.68 

72.7 

2.88 

27.3 

(7  days) 

*  These  periods  correspond  exactly  to  those  in  Tables  I,  II,  III,  and  IV. 

counts  of  the  three  animals  discussed  above,  and  up  to  the  time  of 
our  f oreperiod  had  been  for  twelve  weeks  on  an  adequate  constant 
diet,  as  was  the  case  in  the  other  animals.  Like  Dog  52  this  animal 
received  boiled  meat  as  a  part  of  the  dietary.  The  effect  of  splenec- 
tomy on  the  nitrogen  metabolism,  ten  days  after  the  operation,  was 
very  slight,  but  a  nitrogen  equilibrium  of  +  0.47  of  a  gram  per  day 
was  changed  to  one  of  — 0.18  of  a  gram,  figures  not  beyond  the 
range  of  normal  variations,  but  which  in  the  light  of  changes  to  be 
discussed  later  in  the  paper  are  suggestive  of  the  influence  of  anemia. 
At  a  later  period,  three  months  after  splenectomy,  the  animal  had  not 
regained  the  slight  loss  (0.5  of  a  kilo)  in  weight,  but  it  appeared  to 
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be  in  excellent  condition  and  the  anemia  which  had  existed  for  several 
months  was  improving.  The  plus  balance  of  i.i  grams  of  nitrogen 
per  day  (upon  a  slightly  higher  nitrogen  intake)  in  this  period 
without  change  in  weight  suggests  the  possibility  of  the  utilization 
of  this  nitrogen  for  the  repair  of  the  anemia.  Utilization  of  protein 
was  not  disturbed,  being  90  per  cent  in  Period  I,  88  per  cent  in 
Period  II,  and  90  per  cent  in  Period  III. 

Unlike  the  other  three  dogs,  we  had  here  in  Period  II  an  increase 
of  creatine  amounting  to  45  per  cent.  This  increase  was  at  the  ex- 
pense of  the  creatinine,  however,  for  the  total  creatinine,  including 
preformed  creatinine  and  creatine  as  creatinine,  agrees  very  closely, 
amounting  to  0.314  of  a  gram  in  the  foreperiod  and  0.325  of  a  gram 
in  the  afterperiod. 

During  Period  III,  while  the  average  creatinine  output  was  ex- 
actly the  same  as  during  Period  II,  the  creatine  output  fell  to  a 
figure  lower  than  either  of  the  preceding  periods.  The  variation 
in  the  partition  of  creatine  and  creatinine  in  this  animal  we  are 
unable  to  explain. 

Fat  Utilisation. — The  utilization  of  fat  (Table  V)  in  all  the  ani- 
mals was  normal  in  all  periods.  The  partition  of  fatty  acids  (in- 
cluding soaps)  and  neutral  fats  shows  some  variation,  especially  in 
Dog  52,  but  to  this  we  are  inclined  to  ascribe  no  importance.  A 
thorough  search  of  the  literature  shows  that  no  studies  of  fat  utili- 
zation in  animals  before  and  after  splenectomy  have  previously 
been  made. 

Iron  Elimination. — ^The  elimination  of  iron  in  the  feces  (Table 
VI)  showed  no  important  change  after  splenectomy  in  three  of  the 
four  animals  studied.  In  the  fourth  (Dog  56)  there  was  an  in- 
crease of  1.6  mg.  per  day  during  the  period  immediately  after 
splenectomy,  amounting  to  an  increase  of  21.6  per  cent-  over  the 
foreperiod.  In  the  final  period  three  months  after  splenectomy  the 
output  showed  an  increase  of  148  per  cent  over  the  foreperiod  and 
double  that  of  Period  II.  The  intake  of  iron  was  not  determined, 
but  since  the  food  intake  was  constant  throughout  all  the  periods  we 
have  reason  to  believe  that  this  was  a  constant  factor.  The  periods 
of  Table  VI  correspond  exactly  to  those  in  previous  tables.     The 
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figures  for  iron  are  based  on  the  analyses  of  samples  of  feces  repre- 
senting the  total  feces  of  the  respective  periods. 

TABLE  VI. 
Iron  Elimination  before  and  after  Splenectomy, 


Before  splenectomy. 

After  splenectomy. 

Dog  No. 

Period  I. 

Period  II. 

Period  III. 

Period  IV. 

48 
52 
56 
57 

I7.6* 

10.5 

7.4 

10.9 

17.9 

10.4 

9.0 

10.8 

16.8 
9.8 
18.4 

9.9 

^  The  figures  in  this  table  represent  mg.  of  iron  per  day  in  feces. 

These  studies  of  iron  metabolism  are  in  accord  with  those  of 
Austin  and  Pearce  (13)  reported  from  this  laboratory  a  year  ago, 
but  are  opposed  to  those  of  Asher  and  his  associates  (14).  The 
latter  claim  that  after  splenectomy  the  output  of  iron  in  the  dog  is 
much  higher,  often  double  that  of  the  normal  dog.  Austin  and 
Pearce,  using  the  Ripper-Schwarzer  method,  found  a  slightly  in- 
creased elimination  in  three  of  five  dogs  within  two  weeks  after 
splenectomy,  but  no  change  in  two  others  of  this  period  or  in  three 
dogs  studied  i,  9,  and  20  months  after  splenectomy.  The  results 
now  presented,  by  Neumann's  method,  appear  to  support  the  con- 
clusion of  Austin  and  Pearce  that  the  spleen  does  not  exert  a  con- 
stant and  important  influence  upon  iron  metabolism. 

DISCUSSION. 

These  observations  show  that  in  three  of  four  animals  the  re- 
moval of  the  spleen  had  no  effect  upon  nitrogen  metabolism,  the 
utilization  of  fat,  or  the  elimination  of  iron,  and  justify  the  con- 
clusion that  the  removal  of  the  normal  spleen  in  a  normal  animal 
has  no  important  effect  upon  general  metabolism.  It  is  necessary, 
however,  in  order  that  there  may  be  no  question  about  this  conclu- 
sion to  explain  the  discordant  results  in  the  fourth  animal  (Dog  56). 
This  animal  showed  a  loss  of  weight,  an  increased  elimination  of 
iron,  and  a  disturbance  of  creatine  metabolism.  The  fat  metabolism 
was  unaltered.  The  question  arises  whether  these  changes  are  due 
to  the  absence  of  the  spleen,  or  to  the  anemia  which  was  present. 
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In  Table  VII  are  presented  the  blood  examinations  of  each  dog  at 
the  time  of  the  several  metabolism  periods.  It  will  be  seen  that 
Dogs  48  and  57  showed  no  appreciable  change  in  the  blood  picture 
after  splenectomy,  but  that  Dogs  52  and  56  did.  The  blood  changes 
in  Dog  52,  however,  were  relatively  slight.     The  situation  in  regard 

TABLE  VII. 
Blood  Examinations* 


Dog  No. 

Period.** 

Hemoglobin. 

Red  cell  count. 

48 

I 

II 

III 

percent 
100 
104 
100 

5.900.000 
5.570.000 
5.540.000 

52 

I 

II 

III 

IV 

105 

106 

84 

90 

6,700.000 
6,840,000 
5.360,000 
5,100,000 

56 

IniUal 
I 

II 
III 

105 
83 
70 
72 

6,450,000 
6.020.000 
5.890.000 
4.950.000 

57 

I 
II 

95 
90 

6.130.000 
6,130.000 

*  These  examinations  were  made  by  Dr.  J.  H.  Austin. 

**  The  periods  correspond  exactly  to  those  of  the  previous  tables. 

to  Dog  56  was  somewhat  different.  This  animal  had  been  placed 
on  a  constant  diet,  the  chief  article  of  which  was  boiled  beef  heart, 
twelve  weeks  before  the  first  metabolism  study.  At  that  time  the 
blood  examination  showed  hemoglobin  105  per  cent  and  red  cells 
6,450,000.  At  the  time  of  our  presplenectomy  period  it  showed  a 
relatively  low  hemoglobin  content  (83  per  cent)  and  6,020,000  red 
cells ;  and  after  splenectomy  the  hemoglobin  continued  to  fall,  and 
later  examinations,  not  corresponding  to  a  metabolism  period, 
showed  the  low  level,  two  and  a  half  months  after  splenectomy,  of 
hemoglobin  60  per  cent,  and  red  cells  4,560,000.  It  is  evident,  there- 
fore, that  this  animal  differed  from  the  other  three  in  that  it  de- 
veloped an  anemia  more  rapidly  and  eventually  of  a  more  severe 
grade  than  was  the  case  in  any  other  animal  of  this  series.  As  has 
been  shown  in  previous  publications   (15)   from  this  laboratory. 
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anemia  of  varying  severity  is  a  fairly  constant  result  of  splenectomy 
in  the  dog.  The  anemia  may  be  slight  as  in  Dog  52,  or  more  severe 
as  in  Dog  56,  and  may,  as  has  been  suggested,  be  prevented  by  diet. 
The  influence  of  diet  is  one  of  the  problems  now  under  investigation 
in  this  laboratory,  but  is  not  a  matter  which  concerns  us  at  the 
present  time.  The  essential  fact  is  that  Dog  56  developed  a  severe 
anemia,  already  progressive  at  the  time  of  the  first  metabolism 
study,  while  Dogs  48  and  57  were  not  anemic,  and  Dog  52  showed 
only  a  slight  non-progressive  deterioration  of  the  blood.  The  ques- 
tion naturally  arises :  Are  the  increased  elimination  of  iron  and  the 
disturbance  of  the  creatine  metabolism  due  to  the  anemia  and  not  to 
an  influence  on  metabolism  consequent  upon  the  absence  of  the 
spleen  ? 

A  few  words  are  necessary  concerning  Richet's  statement  that 
the  splenectomized  dog  requires  more  food  to  maintain  its  weight 
than  does  the  normal  dog.  In  view  of  our  results,  Richet's  conclu- 
sion is  not  tenable.  Dog  57  (Table  I)  maiiitained  its  presplenec- 
tomy  weight  without  change  in  diet  and  with  only  a  slight  change 
in  the  nitrogen  balance.  Dog  48  (Table  II)  likewise  showed  only 
a  trifling  change  during  the  three  weeks  after  operation  and  a  return 
to  the  previous  weight  after  seven  to  eight  weeks.  The  serious 
loss  of  weight  in  Dog  52  was  due  to  loss  of  appetite,  and  that,  rela- 
tively slight,  in  Dog  56  was  complicated  by  the  coexisting  anemia. 

Moreover,  during  the  past  five  years  we  have  frequently  noticed 
a  tendency  for  splenectomized  dogs  to  become  obese,  and  this  tend- 
ency is  mentioned  also  by  several  investigators  who  had  studied 
splenectomized  animals  for  long  periods  of  time.  This  tendency  to 
put  on  weight  is  strikingly  shown  by  two  of  the  dogs  (48  and  52) 
of  this  series.  At  the  close  of  the  metabolism  work  presented  in 
Tables  II  and  III  these  animals  were  kept  for  some  time  on  account 
of  the  possible  necessity  of  repeating  the  metabolism  studies  after 
longer  periods  had  elapsed.  The  change  from  a  special  diet  to  the 
ordinary  kennel  diet  ("table  scraps")  led  to  a  rapid  increase  of 
weight  in  each  instance ;  in  three  months  the  weight  of  Dog  48  in- 
creased from  13.4  to  15.8  kilos,  while  in  two  months  Dog  52  rose 
from  10.9  to  12,9  kilos. 
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Our  results  are  therefore  in  accord  with  those  of  Paton  rather 
than  with  those  of  Richet,  and  demonstrate  that  in  the  absence  of 
anemia  the  removal  of  the  spleen  has  no  influence  upon  nitrogen  or 
fat  metabolism,  and  in  all  probability  no  influence  upon  iron  elim- 
ination.    '  . 

SUMMARY. 

Four  dogs  have  been  subjected  to  metabolism  studies  before 
splenectomy  and  at  intervals  of  three  days  to  three  months  after 
splenectomy.  In  three  of  the  four  animals  the  removal  of  the 
spleen  was  not  followed  by  any  disturbances  of  nitrogen  metabolism, 
fat  utilization,  or  iron  elimination.  Two  of  these  animals  showed 
no  anemia,  and  the  third  only  a  slight  reduction  in  hemoglobin  and 
number  of  red  cells. 

A  fourth  animal,  studied  ten  days  and  three  months  after  splenec- 
tomy, developed  eventually  a  definitely  progressive  anemia  of  mod- 
erate severity.  This  animal  showed  a  slight  loss  of  weight,  a  slight 
disturbance  of  nitrogen  balance,  and  of  creatine-creatinine  parti- 
tion, with  a  marked  increase  in  the  elimination  of  iron. 

We  conclude  therefore  that  the  spleen  has  no  important  influence 
on  metabolism,  and  that  the  disturbances  occurring  in  one  of  our 
dogs  were  due  to  the  coexisting  anemia  and  not  to  the  absence  of 
the  spleen. 
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INTRODUCTION. 

In  the  course  of  a  somewhat  extended,  study  of  the  value  of  various 
tests  of  liver  function  in  clinical  diseases  of  the  liver,*  it  seemed 
advisable  to  determine  whether  a  rough  approximate  standardiza- 
tion of  the  functional  changes  could  be  obtained  through  comparison 
of  the  findings  in  clinical  conditions  with  graded  experimental  liver 
injuries  in  animals. 

Chloroform  and  phosphorus  poisoning  have  probably  been  most 
used  in  producing  experimental  liver  lesions.  The  non-specificity 
of  the  injury  to  the  liver  is  at  once  apparent  in  the  consideration 
of  this  method,  for  it  is  well  known  that  pathological  changes  in 
the  kidneys,  heart,  suprarenals,  and  voluntary  muscles  occur  as  the 
results  of  these  poisons.  The  general  opinion  that  the  liver  lesions 
are  the  predominating  pathological  features  and  that  they  are  respon- 
sible for  certain  metabolic  changes  led  us  to  investigate  these  con- 
ditions. However,  it  may  be  stated  at  once  that  we  feel  that  de- 
ductions concerning  liver  function  drawn  from  such  studies  are  not 
free  from  criticism,  and  may  be  applied  to  findings  in  clinical  ma- 
terial only  with  reserve. 

An  acceleration  of  protein  metabolism,  as  evidenced  by  increased  nitrogen 
output  in  the  urine,  has  been  shown  to  occur  in  phosphorus  poisoning  by  Bauer, 2 

iRowntree,  L.  G.,  Marshall,  E.  K,  Jr.,  and  Chesney,  A.  M.,  Tr.  Assn,  Am. 
Phys,,  1914,  xxix,  586.  Chesney,  Marshall,  and  Rowntree,  Jour.  Am.  Med.  Assn., 
1914.  Ixiii,  1533. 

«  Bauer,  J.,  Ztschr,  /.  BioL,  1871,  vii,  63;  1878^  xiv,  527. 
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and  in  chloroform  poisoning  by  Strassmann.'  This  has  been  generally  confirmed 
by  all  subsequent  workers.*  It  has  been  attributed  to  a  decrease  in  the  oxida- 
tion processes  in  the  body  and  to  autolysis  of  tissues.*  However,  Lusk«  has 
shown  that  there  is  no  reduction  in  the  amount  of  total  metabolism  in  phos- 
phorus poisoning,  but  there  may  be  rather  an  increase  due  to  fever  and  the 
increased  protein  metabolism. 

In  general,  the  changes  occurring  in  the  urine  and  blood  in  phosphorus  and 
in  chloroform  poisoning  are  similar  to  those  which  seem  to  be  characteristic  of 
certain  types  of  liver  disease  in  man.^  Vidal^  showed  a  slight  decrease  in  the 
urea,  and  increase  in  the  uric  acid,  creatinine,  and  undetermined  nitrogen  per- 
centages of  the  total  in  experimental  chloroform  poisoning.  Paton*  distinguished 
between  the  effects  of  its  inhalation  and  of  its  administration  by  the  stomach.  In  the 
former  he  found  a  normal  or  increased  urea  and  normal  or  decreased  ammonia 
percentage;  in  the  latter,  a  decided  decrease  in  the  urea  and  increase  in  the 
ammonia,  uric  acid,  and  undetermined  nitrogen  percentages  of  the  totaL  He 
did  not  think  the  discrepancy  due  to  size  of  the  dose.  Given  hypodermically,  the 
same  effect,  though  less  pronounced,  was  noted  as  when  administered  by  mouth. 
Howland  and  Richards,*®  studying  delayed  chloroform  poisoning  (anesthesia) 
in  dogs,  noted  slightly  decreased  urea  and  increased  ammonia  and  undetermined 
nitrogen  percentages  of  the  total.  Lindsay**  confirmed  these  results  and  found 
the  allantoin,  creatine,  amino-acids,  and  polypeptides  increased. 

The  excretion  of  amino-acids  in  the  urine  in  phosphorus  poisoning  has  been 
shown  by  Abderhalden  and  Bergell**  and  Wohlgemuth.*'  Fischler  and  Bardach** 
found  in  dogs,  with  and  without  an  Eck  fistula,  no  difference  in  the  nitrogen 
partition  in  phosphorus  poisoning,  low  urea  and  high  ammonia  percentages,  and 
increase  in  formol-titratable  nitrogen  in  both.    Ishihara**  has  recently  studied 

8  Strassmann,  F.,  Vir chows  Arch.  f.  path.  Anat.,  1889,  cxv,  i. 

*  Taniguti,  K.,  Virchows  Arch.  f.  path.  Anat.,  1890,  cxx,  121.  Savelieff,  N., 
Virchows  Arch.  f.  path.  Anat.,  1894,  cxxxvi,  195.  Vidal,  E.,  Influence  de  Tanes- 
th^sie  chloroformique  sur  les  phenomenes  chimiques  de  Torganisme,  These  de 
Paris,  1897.  Paton,  D.  N.,  Proc.  Roy.  Soc.  Edinburgh,  1908,  xxviii,  472.  How- 
land,  J.,  and  Richards,  A.  N.,  Jour.  Exper.  Med.,  1909,  xi,  344.  Lindsay,  D.  E., 
Biochem.  Jour.,  I9i(>-ii,  v,  407. 

5jacoby,  M.,  Ztschr.  f.  physiol.  Chem.,  1900,  xxx,  149.  Waldvogel,  Arch.  /. 
klin.  Med.,  1905,  lxxxii,*437.    Wells,  H.  G.,  Jour.  Biol.  Chem.,  1908-09,  v,  129. 

«  Lusk,  G.,  Am.  Jour.  Physiol,  1907,  xix,  461.  Mandel,  A.  R.,  and  Lusk,  G., 
Am.  Jour.  Physiol.,  1906,  xvi,  129. 

■^  For  a  full  discussion  of  the  functional  changes  occurring  in  liver  diseases, 
see  Rowntree,  Marshall,  and  Chesney,  loc.  cit.  Here  also  will  be  found  a  full 
discussion  of  the  methods  employed  in  our  liver  functional  studies. 

®  Vidal,  loc.  cit. 

»  Paton,  loc.  cit. 

*<>  Howland  and  Richards,  loc.  cit. 

**  Lindsay,  toe.  cit. 

*2  Abderhalden,  E.,  and  Bergell,  P.,  Ztschr.  f.  physiol.  Chem.,  1903,  xxxix.  464, 

18  Wohlgemuth,  J.,  Ztschr.  f.  physiol.  Chem.,  1905,  xliv,  74- 

**  Fischler,  F.,  and  Bardach,  K.,  Ztschr.  f.  physiol.  Chem.,  1912,  Ixxviii,  435- 

*8  Ishihara,  H.,  Biochem.  Ztschr.,  1912,  xli,  315. 
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subchronic  phosphorus  poisoning  in  dogs,  and  could  demonstrate  no  noticeable 
changes  in  the  distribution  of  the  nitrogen  between  the  creatine,  creatinine, 
amino-acids,  and  ammonia. 

The  most  noticeable  changes  which  have  been  shown  in  the  blood  are  the 
marked  decrease  in  fibrinogen  and  increase  in  the  lipolytic  activity.  Corin  and 
Ansiaux^^  and  Jacobyi^  found  the  blood  incoagulable  in  phosphorus  poisoning, 
while  this  decrease  in  fibrinogen  was  shown  by  Doyon  and  Billet**  for  chloro- 
form poisoning.  Whipple***  and  his  coworkers  have  shown  the  increase  in  the 
lipol3rtic  activity  of  the  blood  in  these  conditions,  and  have  further  made  an  ex- 
tensive study  on  lipase  and  fibrinogen  in  experimental  liver  injuries  (chloroform, 
phosphorus,  hydrazine  poisoning,  etc.),  and  in  certain  clinical  diseases  of  the 
liver.  Ragazzi^^*  found  that  the  viscosity  and  electrical  conductivity  of  the  blood 
were  increased  in  phosphorus  poisoning.  Frank  and  Isaac^*  found  the  blood 
sugar  to  be  decreased  to  zero  shortly  before  death  from  phosphorus  poisoning. 
Opie,  Barker,  and  Dochez^s  showed  an  increase  in  the  proteolytic  enzymes  of 
the  blood  after  chloroform  and  phosphorus  poisonings. 

Simultaneous  clinical  studies  by  Rowntree,  Hurwitz,  and  Bloomfield,^  and 
experimental  studies  by  Whipple,  Peightal,  and  Clark^*  were  carried  on  to  deter- 
mine whether  the  excretion  of  phenoltetrachlorphthalein  by  the  bowels  in  health 
and  disease  afforded  information  relative  to  liver  function.  Whipple's  studies 
revealed  the  facts  that  in  chloroform  and  phosphorus  poisonings  marked  de- 
crease in  the  phthalein  output  resulted,  together  with  the  appearance  of  the  drug 
in  the  urine,  and  further  that,  associated  with  decrease  in  the  phthalein  output, 
decrease  in  fibrinogen  and  increase  in  blood  lipase  occurred.  In  the  recent  study 
of  lactose  tolerance  in  chloroform  and  phosphorus  poisonings  in  dogs,  Bloom- 
field  and  Hurwitz^s  have  reviewed  the  literature  on  sugar  tolerance. 

Methods. 

Before  inducing  the  chloroform  or  phosphorus  poisoning,  each 
dog  was  subjected  to  the  series  of  tests  to  estabHsh  its  normals.     No 

**  Corin,  G.,  and  Ansiaux,  G.,  Jahresb.  f.  Thierchem.,  1894,  xxiv,  642. 

*^  Jacoby,  loc.  cit 

18  Doyon.  M.,  and  Billet,  J.,  Compt.  rend.  Soc.  de  biol.,  1905,  Ivii,  852. 

i»  Whipple,  G.  H.,  Mason,  V.  R.,  and  Peightal,  T.  C,  Bull  Johns  Hopkins 
Hasp.,  1913,  xxiv,  207.  Whipple,  G.  H.,  and  Hurwitz,  S.  H.,  Jour.  Exper.  Med., 
191 1,  xiii,  136.    Whipple,  G.  H.,  Arch.  Int.  Med.,  1912,  ix,  365. 

2®  Ragazzi,  C,  Jahresb.  f.  Thierchem.,  1910,  xl,  1276. 

«i  Frank,  E.,  and  Isaac,  S.,  Arch.  f.  exper.  Path.  u.  Pharmakol,  191 1,  Ixiv,  274. 

"Opie,  E.  L.,  Barker,  B.  I.,  and  Dochez,  A.  R.,  Jour.  Exper.  Med.,  191 1, 
xiii,  162. 

«»  Rowntree,  L.  G.,  Hurwitz,  S.  H.,  and  Bloomfield,  A.  L.,  Bull.  Johns  Hop- 
kins Hosp.,  1 91 3,  xxiv,  327. 

"  Whipple,  G.  H.,  Peightal,  T.  C,  and  Clark,  A.  H.,  Bull.  Johns  Hopkins 
Hasp.,  1913,  xxiv,  343. 

»*  Bloomfield,  A.  L.,  and  Hurwitz,  S.  H.,  Bull.  Johns  Hopkins  Hosp.,  1913, 
xxiv,  375. 
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attempt  was  made  to  maintain  nitrogenous  equilibrium  except  in 
two  animals,  although  in  the  others  the  diet  was  kept  fairly  constant 
throughout  the  period  of  observation.^®  The  chloroform  was  given 
by  inhalation,  and  the  phosphorus  subcutaneously,  in  oil.  The  phen- 
oltetrachlorphthalein  test  was  employed,  according  to  the  technique 
of  Rowntree,  Hurwitz,  and  Bloomfield.^^  The  fibrinogen  deter- 
minations were  made  by  the  heat  coagulation  method  of  Whipple,^* 
and  the  lipolytic  activity  of  the  blood  plasma  by  Loevenhart's*' 
method.  The  total  non-protein  nitrogen,  urea  nitrogen,  and  amino- 
acid  nitrogen  of  the  blood  serum  or  whole  blood  were  estimated 
by  the  micro-Kjeldahl  method  of  Folin  and  Denis,^^  the  urease 
method  of  Marshall,^^  and  the  nitrous  acid  method  of  Van  Slyke,'* 
respectively.  In  the  urine,  total  nitrogen  was  determined  by  the 
usual  Kjeldahl,  the  urea  by  Marshall's,^^  the  ammonia  by  Folin's,'* 
and  the  free  amino-acids  by  Van  Slyke's^*^  method.  The  tolerance 
towards  levulose  and  galactose  was  determined  in  the  usual  way. 
The  hydrogen  ion  concentration  of  the  blood  was  determined  by  die 
method  recently  described  by  Levy,  Marriott,  and  Rowntree.^® 

Liver  Function  in  Phosphorus  Poisoning, 

In  the  following  protocols  of  the  various  animals,  the  fibrinogen, 
total  non-protein  nitrogen,  urea  nitrogen,  and  amino  nitrogen  are  ex- 
pressed in  mg.  per  loo  cc.  of  blood  serum.  The  urine  quantity,  un- 
less otherwise  stated,  is  for  24  hours,  and  the  urea  nitrogen,  ammonia 
nitrogen,  and  free  amino  nitrogen  are  expressed  as  percentages  of 
the  total  nitrogen  of  the  urine.    The  lipolytic  activity  of  the  blood 

2«  In  the  more  severe  stages  of  poisoning,  the  animals  refused  food  for  sev- 
eral days. 

*^  Rowntree,  Hurwitz,  and  Bloomfield,  loc.  cit. 

28  Whipple,  G.  H.,  Am.  Jour.  Physiol.,  1914,  xxxiii,  50. 

2»  Loevenhart,  A.  S.,  Am.  Jour.  Physiol.,  1901-02,  vi,  331. 

'<>  Folin,  O.,  and  Denis,  W.,  Jour.  Biol.  Chem.,  1911-12,  xi,  527. 

81  Marshall,  E.  K,  Jr.,  Jour.  Biol.  Chem.,  1913,  xv,  487. 

82  Van  Slyke,  D.  D.,  and  Meyer,  G.  M.,  Jour.  Biol.  Chem.,  1912,  xii,  399. 
88  Marshall,  E.  K.,  Jr.,  Jour.  Biol.  Chem.,  1913,  xiv,  283 ;  xv,  495. 

8*  Folin,  O.,  Ztschr.  f.  physiol.  Chem.,  1902-03,  xxxvii,  161. 
85  Van  Slyke,  D.  D.,  Jour.  Biol.  Chem.,  1913,  xvi,  125. 

8«  Levy,  R.  L.,  Marriott,  W.  M.,  and  Rowntree,  L.  G.,  Arch.  Int.  Med.,  191 S 
xvi   (in  press). 
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plasma  is  expressed  in  the  number  of  cc.  of  N/io  acid  produced  in 
24  hours  at  38°  C.  by  a  mixture  of  i  cc.  of  plasma,  4  cc.  of  water, 
and  0.26  cc.  of  ethyl  butyrate. 

Dog  I. — Weight  12  kilos.  Normals:  tolerates  0.3  gm.  galactose  and  1.5  gm. 
levulose  per  kilo.  Phthalein  32  per  cent.  Blood:  fibrinogen,  490  mg. ;  total  non- 
protein N,  44  mg. ;  urea  N,  20  mg.  (46.  per  cent) ;  amino  N,  3.7  mg.  Urine:  175 
cc  containing  4,4  gm.  nitrogen ;  urea  N,  83  per  cent ;  ammonia  N,  7.4  per  cent ; 
amino  N,  045  per  cent 

Mar.  6,  1914.    Given  10  mg.  phosphorus  in  oil  subcutaneously. 

Mar.  8.  Given  7.5  mg.  phosphorus.  0.2  gm.  per  kilo  of  galactose  not  tol- 
erated. Urine:  450  cc  containing  10.3  gm.  nitrogen;  urea  N,  84  per  cent;  am- 
monia N,  54  per  cent ;  amino  N,  0.3  per  cent. 

Mar.  9.  Bled  and  phthalein  injected  at  noon;  died  at  3  p.  m.  Blood:  lipase, 
1.55;  fibrinogen,  13  mg.;  total  non-protein  N,  91  mg.;  urea  N,  ^  mg.  (36  per 
cent)  ;  amino  N,  134  mg. 

Autopsy. — Liver:  light  brownish  yellow  in  appearance,  very  friable,  and  soft. 
On  section  the  parenchyma  has  a  mottled  appearance,  areas  of  depression  alter- 
nating with  those  which  project.    Lungs:  pale  and  edematous. 

Microscopic  Examination.^'' — Liver:  diffuse  peripheral  hemorrhagic  necrosis. 
Necrotic  cells  are  foimd  scattered  through  all  parts  of  the  liver  lobule.  There 
are  no  normal  liver  cells  seen.  Those  remaining  alive  show  extreme  paren- 
chymatous and  fatty  degeneration. 

Dog  IL — Weight  2Z  kilos.  Normals:  tolerates  0^25  gm.  but  not  0.30  gm.  galac- 
tose and  1.5  gm.  levulose  per  kilo.  Phthalein  31  per  cent.  Blood:  lipase,  0.25; 
fibrinogen,  243  mg.;  total  non-protein  N,  51  mg. ;  urea  N,  20  mg.  (39  per  cent) ; 
amino  N,  3.8  mg.  Urine:  390  cc.  containing  12.0  gm.  nitrogen;  urea  N,  85  per 
cent ;  ammonia  N,  5.3  per  cent;  amino  N,  1.5  per  cent. 

Mar.  21,  1 914.    Given  13  mg.  phosphorus. 

Mar.  23.    Given  5  mg.  phosphorus. 

Mar.  24.    Phthalein  23  per  cent  positive  in  urine. 

Mar.  26.  Given  5  mg.  phosphorus.  Tolerates  0.20  gm.  galactose  per  kilo. 
Urine:  600  cc  containing  12.1  gm.  nitrogen;  urea  N,  84  per  cent;  ammonia  N, 
5.6  per  cent;  amino  N,  0.99  per  cent  Bile  in  urine,  but  no  jaundice;  dog  seems 
sick. 

Mar.  27.    Given  3  mg.  phosphorus. 

Mar.  28.  Tolerates  1.2  gm.  levulose  per  kilo;  phthalein  o  per  cent;  positive 
in  urine.  Blood:  lipase,  0.60;  fibrinogen,  10  mg. ;  total  non-protein  N,  no  mg. ; 
urea  N,  61  mg.  (55  per  cent);  amino  N,  11.3  mg.  Urine:  1,200  cc.  contain- 
ing 18.2  gm.  nitrogen;  urea  N,  77  per  cent;  ammonia  N,  6.0  per  cent;  amino  N, 
4.6  per  cent 

Mar.  29.  Dog  very  sick ;  comatose.  Died.  Blood:  (just  after  death)  lipase, 
1.30;  total  non-protein  N,  225  mg.;  urea  N,  179  mg.  (79  per  cent) ;  amino  N, 
21  mg.  Bladder  urine:  100  cc  containing  1.6  gm.  nitrogen;  urea  N,  82  per  cent; 
ammonia  N,  4.7  per  cent;  amino  N,  2.1  per  cent 

Dog  in. — ^Weight  22  kilos.    Normals:  tolerates  0.30  gm.  galactose  and  1.5 

•^  For  the  microscopic  reports  we  are  indebted  to  Dr.  G.  H.  Whipple. 
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gnu  levulose  per  kile.  Phthalein  30  per  cent.  Blood:  lipase,  0.35;  fibrinogen, 
330  mg. ;  total  non-protein  N,  28  mg. ;  urea  N,  8  mg.  (29  per  cent)  ;  amino  N, 
3.4  mg.  Urine:  533  cc  containing  10.6  gm.  nitrogen;  urea  N,  81  per  cent;  am- 
monia N,  6.7  per  cent;  amino  N,  1.4  per  cent 

Mar.  i8»  1914.    Given  10  mg.  phosphorus. 

Mar.  19.    Tolerates  0.20  gm.  galactose  per  kilo. 

Mar.  20.    Given  8  mg.  phosphorus. 

Mar.  21.    Tolerates  1.25  gm.  levulose  per  kilo. 

Mar.  23.  Phthalein  6  per  cent;  lipase,  0.85;  fibrinogen,  200  mg. ;  total  non- 
protein N,  50  mg. ;  urea  N,  22  mg.  (44  per  cent)  ;  amino  N,  34  mg. 

Mar.  26.  Urine:  410  cc.  containing  74  gm.  nitrogen;  urea  N,  83  per  cent; 
ammonia  N,  7.4  per  cent;  amino  N,  i.i  per  cent 

Mar.  27.    Playful.    Given  7.5  mg.  phosphorus. 

Mar.  28.  Playful.  Does  not  tolerate  1.2  gm.  levulose  per  kilo.  Phthalein  17 
per  cent  positive  in  urine. 

Apr.  2.    Does  not  tolerate  0.20  gm.  galactose  per  kilo. 

Apr.  3.    Does  not  tolerate  i.o  gm.  levulose  per  kilo.    Given  8  mg.  phosphorus. 

Apr.  4.    Phenolsulphonephthalein  50  per  cent  for  i^  hours. 

Apr.  5.  Does  not  tolerate  0.18  gm.  galactose  per  kilo.  Phthalein  26  per  cent 
Apparently  has  been  in  splendid  condition  for  past  week. 

Apr.  6.  Given  in  a.  m.  11  mg.  phosphorus  and  in  p.  m.  8  mg.  more.  Blood: 
lipase,  0.75;  fibrinogen,  400  mg. ;  total  non-protein  N,  42  mg. ;  urea  N,  18  mg. 
(43  per  cent) ;  amino  N,  2.0  mg. 

Apr.  7.  Vomited.  Looks  depressed.  Wants  to  lie  down.  Phenolsulpho- 
nephthalein 44  per  cent  in  11/2  hours.  Urine:  530  cc.  containing  8.5  gm.  nitrogen; 
urea  N,  82  per  cent;  ammonia  N,  3.2  per  cent;  amino  N,  1.7  per  cent  Tolerates 
0.8  gm.  levulose  per  kilo. 

Apr.  8.  Found  dead.  Weight  17.4  kilos.  Has  not  eaten  anything  for  2  to  3 
days.  Blood:  docs  not  coagulate;  total  non-protein  N,  84  mg.;  urea  N,  28  mg. 
(33  per  cent)  ;  amino  N,  11.3  mg. 

Autopsy. — Kidney:  diffuse  epithelial  necrosis,  involving  particularly  the  con- 
voluted tubules. 

The  tests  on  the  three  dogs  suffering  from  phosphorus  poisoning 
(I,  II,  and  III)  showed  the  following  definite  agreement  in  all: 
The  phthalein  excretion  in  the  feces  was  markedly  diminished  and 
the  dye  appeared  in  the  urine ;  the  lipolytic  activity  of  the  blood  was 
greatly  increased ;  the  fibrinogen  sank  to  a  very  low  level ;  the  total 
non-protein  nitrogen,  urea  nitrogen,  and  amino  nitrogen  of  the 
blood  were  all  more  or  less  increased.  The  urines  showed  no  con- 
clusive changes  in  all,  while  the  galactose  and  levulose  tolerance  was 
rather  definitely  decreased.  The  urea  nitrogen  percentage  of  the 
total  non-protein  nitrogen  of  the  blood  showed  an  increase  in  one 
case  and  decrease  in  the  other  two.  However,  this  is  not  at  all 
striking,  and  no  conclusion  concerning  it  can  be  drawn.    The  high 


Digitized  by 


Google 


E.  K,  Marshall,  Jr.,  and  L.  G,  Rowntree. 


339. 


total  non-protein  nitrogen  and  urea  nitrogen  of  the  blood  in  Dog 
II  are  worthy  of  note.  The  highest  blood  amino  nitrogen  (21  mg. 
to  100  cc.)  which  we  have  encountered  was  seen  in  this  case,  in 
which  also  the  partition  of  the  urinary  nitrogen  was  most  markedly 
disturbed.  However,  with  the  possible  exception  of  Dog  III 
(March  23),  this  was  the  only  time  when  a  severe  stage  of  poisoning 
(liver  injury)  as  indicated  by  other  tests  and  the  general  con- 
dition of  the  animals  was  coincident  with  a  urine  analysis.  In  Dog  II 
we  see  the  gradual  drop  of  the  phthalein  to  zero,  and  the  liver  injury, 
as  shown  by  the  test,  was  probably  in  this  case  the  most  severe. 
Dog  III  apparently  had  a  remarkable  resistance  to  phosphorus. 
The  liver  repair  indicated  on  April  5  to  6  is  worthy  of  note. 

TABLE  I. 
Dog  IV. 


i 

1 

Urine. 

Total  N. 

Blood. 

1 

< 

S5 

I 

J 

BZ 

S5 

1 

BZ 

< 

s 

< 

Ai 

S5 

1 

l:zi 

1 

Per  xoo  cc. 

mg. 

CC. 

gm- 

gm. 

gm. 

gm. 

per 
cent 

per 
cent 

per 
cent 

mg. 

mg. 

mg. 

kilos 

Nov.  30 

112 

4-33 

3.53 

0.18 

82 

4.2 

8.40 

Dec.     2) 

30 

205 

7.53 

6.33 

0.41 

0.044 

84 

55 

0.6 

28 

12 

3.7 

8.10 

4 

10 

154 

323 

2.52 

O.II 

0.031 

78 

3.4 

I.O 

8.20 

5 

200 

5.78 

4.91 

0.33 

0.092 

85 

5.7 

1.6 

6 

20 

218 

8.74 

6.21 

0.26 

0.055 

72 

3.0 

0.7 

7 

88 

66 

7.7 

7.45 

Dog  V. 


Dec.   II 

237 

4.19 

3.60 

0.09 

86 

3.2 

8.40 

"      15 

78 

4.52 

3.93 

0.05 

87 

I.I 

••      16 

20 

no 

6.60 

5.61 

0.76 

0.03 

85 

4.0 

0.5 

29 

12 

4.3 

8.45 

"      17 

5 

170 

4.66 

3.90 

0.16 

83 

3.6 

"      19 

88 

49 

7.5 

"      20 

115 

2.00 

1.42 

0.16 

0.14 

71 

8.0 

7.0 

140 

90 

13.2 

7.25 

Nitrogen  Metabolism  of  Dogs  in  Phosphorus  Poisoning. 

It  was  considered  advisable  to  obtain  data  on  the  nitrogen  metabo- 
lism in  phosphorus  poisoning,  in  view  of  the  cumulative  phenomena 
observed  in  the  blood.  Information  concerning  the  relation  between 
the  amount  of  the  nitrogenous  bodies  in  the  blood  and  their  excretion 
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in  the  urine  is  desirable  particularly  to  determine  if  renal  function 
is  involved. 

Two  dogs  (IV  and  V)  were  placed  on  a  diet  of  200  gm.  of  ground  meat  and 
150  cc.  of  water  until  nitrogenous  equilibrium  was  obtained.  Two  to  three  days 
prior  to  the  administration  of  phosphorus,  the  urinary  partition  (urea  N,  am- 
monia N,  and  amino  N)  was  determined,  as  well  as  the  total  non-protein  N, 
urea  N,  and  amino  N  of  the  whole  blood.  Phosphorus  poisoning  was  induced, 
and  the  metabolic  studies  were  continued,  the  results  appearing  in  Table  I. 

Dog  IV  continued  to  eat  until  the  day  of  death,  whereas  Dog  V  ate  nothing 
for  the  last  two  days.  Dog  IV  shows  a  marked  increase  in  the  output  of  urinary 
N,  with  a  slight  decrease  in  the  urea  nitrogen  per  cent,  but  no  change  in  the 
ammonia  and  amino-acid  N  per  cent,  together  with  an  absolute  increase  in  total 
non-protein  N,  the  urea  N  and  amino  N  of  the  blood.  Dog  V  exhibited  prac- 
tically normal  urinary  N  figures  until  the  day  of  death,  when  decrease  in  the 
total  N,  an  absolute  and  relative  decrease  in  urea  N,  and  a  relative  increase  in 
the  ammonia  and  amino  N  percentages  were  found.  Very  marked  accumulation 
of  total  non-protein  N,  urea,  and  amino  N  occurred  in  blood. 

Renal  Function  in  Phosphorus  Poisoning  in  Dogs, 

Since  urinary  nitrogen  changes  are  utilized  in  studies  of  liver 
function,  it  is  obviously  necessary  to  have  some  information  con- 
cerning the  effect  on  renal  function  of  drugs  used  for  the  produc- 
tion of  these  liver  injuries.  The  cumulative  phenomena  in  the 
blood  encountered  in  our  studies  on  liver  function  in  phosphorus 
poisoning  suggested  that  the  kidney  function  was  affected  shortly 
before  death.  It  was  also  considered  advisable  to  determine 
whether  an  acidosis  occurs,  as  this  would  affect  conclusions  drawn 
from  the  urinary  ammonia  findings.  The  phenokulphonephthalein 
output  in  the  urine,  and  the  urea  and  hydrogen  ion  concentrations 
in  the  blood,  were  utilized  in  this  connection.  The  results  of  studies 
on  four  dogs  appear  in  Table  II. 

In  these  dogs  sufficient  phosphorus  was  given  to  insure  definite 
functional  and  anatomical  liver  injury.  Death  from  the  phosphorus 
resulted  in  three  of  them,  and  jaundice  and  incoagulable  blood  were 
seen  in  all.     These  rarely  appear  except  in  fatal  poisoning. 

In  Dogs  VI  and  VII,  acutely  poisoned,  no  decrease  in  the  phenolsulphoneph- 
thalein  occurred.  The  blood  urea  increased  only  as  a  terminal  event  Acidosis 
is  indicated  in  each  on  the  day  before  death. 

Dog  VIII,  which  recovered,  showed  at  one  time  a  phenolsulphonephthalein 
output  considerably  decreased, — ^28  per  cent  However,  the  phthalein  rapidly  re- 
turned to  normal.  No  marked  increase  in  blood  urea  and  no  acidosis  accom- 
panied this  change. 


Digitized  by 


Google 


E.  K.  Marshall,  Jr.,  and  L.  O.  Rowntree. 


341 


TABLE  II. 
Dog  VL 


Dm  (1915). 

Weight. 

Phosphorus. 

Sulpbone- 
phthftidn.  a  hn. 

Blood  urea  per 
xoocc. 

Hydrogen  ion 

concentration 

of  blood. 

kilos 

mg. 

per  cent 

mg. 

Mar.  30 

78 

"     31 

8.0 

24 

7.70 

Apr.     3 

68 

"       7 

8.4 

12.5 

70 

32 

7.45 

"       8 

8.55 

55 

35 

7.65 

"       9 

8.40 

SO 

80 

40 

•'      10 

60 

68 

7.25 

••     II 

176 

Dog  VII. 


Hydrogen 

Hydrogen 

Date  (19x5). 

Weight. 

Phosphorus. 

Sulphone- 
phthalein,  2  hrs. 

Blood  urea  per 
100  cc. 

ion  concen- 
tration of 
blood. 

ion  concen- 
tration of 
serum. 

kilos 

mg. 

per  cent 

mg. 

Mar.  31 

12.22 

60 

30 

7.55 

7.55 

Apr.     3 

60 

7 

13.00 

20 

36 

7.50 

7.70 

8 

13.50 

70 

37 

7.55 

7.6s 

*'       9 

12.60 

7.5 

56 

35 

"     10 

75 

35 

••     II 

65 

46 
127  at  death 

7.25 

Dog  VIIL 


Date 

Weight. 

Phosphorus. 

Sulphone- 
phthalein. 

Blood  urea 

Hydrogen  ion 
concentration 

(>9«5). 

2  hrs. 

per  xoo  cc. 

of  blood. 

kilos 

mg. 

per  cent 

mg. 

Apr.  13 

62 

20 

7.60 

'     14 

7.60 

5 

•     16 

5 

67 

7.45 

•     17 

75 

40 

'     19 

5 

30 

7.40 

•     20 

30 

*     21 

6.35 

58 

*     22 

28 

40 

'     23 

45 

7.45 

•     26 

5 

36 

7.60 

•     27 

63 

*     28 

5 

•     29 

6.30 

75 

51 

7.60 

"     30 

5 

36 

May    3 

5.85 

60 

22 

7.65 

"       7 

61 

17 
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TABLE  II.— Concluded, 
Dog  IX, 


Date  (19x5). 

Weight. 

Phosphorus. 

Sulphone- 
phthalein,  2  hrs. 

Blood  urea  per 
zoocc. 

Hydrogen  ion 

concentntion 

of  blood. 

kilos 

mg. 

per  cent 

mg. 

Apr.    13 

64 

23 

7.60 

'      14 

S.80 

5 

'      16 

5 

75 

30 

7.45 

'      17 

80 

27 

'      19 

43 

7.30 

'     20 

31 

*       21 

S.35 

5 

73 

*       22 

58 

'       23 

SO 

7.3s 

'       26 

5.25 

5 

65 

•       28 

5 

•       29 

s.is 

S3 

55 

755 

'       30 

5 

45 

32 

7.60 

May    3 

20 

79 

7.35 

4 

4-75 

112 

Dog  IX  exhibited  a  progressively  decreasing  renal  function,  as  indicated  by 
sulphonephthalein  for  the  week  previous  to  death,  a  normal  increase  in  the  blood 
urea,  and  an  acidosis  early  in  the  poisoning,  which  reappeared  before  death. 

That  considerable  injury  to  renal  function  does  occur  occasionally 
during  the  course  of  the  intoxication,  but  that  it  is  usually  a  terminal 
event,  is  evident  from  the  study  of  these  dogs.  The  renal  injury, 
however,  is  exceedingly  slight,  and  is  late  in  comparison  with  the 
functional  injury  to  the  liver.  The  functional  renal  injury  cannot 
be  absolutely  ignored,  but  it  plays  only  a  minor  part  in  the  interpre- 
tation of  the  functional  changes  of  the  liver  resulting  from  the  ad- 
ministration of  phosphorus. 

Liver  Function  in  Chloroform  Poisoning, 

In  the  following  protocols  the  results  of  liver  studies  similar  to 
those  carried  out  on  the  dogs  poisoned  with  phosphorus  are  reported. 
No  special  renal  functional  studies,  however,  were  made  in  chloro- 
form poisoning. 

Dog  X. — Weight  24  kilos.  Normals:  tolerates  0.30  gm.  galactose  and  1.5  gm. 
levulose  per  kilo.  Phthalein  30  per  cent.  Blood:  lipase,  0.25;  total  non-protein 
N,  58  mg.;  urea  N,  30  mg.  (52  per  cent)  ;  amino  N,  3.4  mg.  Urine:  1,140  cc 
containing  15.1  gm.  nitrogen;  urea  N,  91  per  cent;  ammonia  N,  5.8  per  cent; 
amino  N,  1.4  per  cent. 
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Mar.  6,  1914.    Chloroform  anesthesia  for  2  hours. 
Mar.  8.    Phthalein  22  per  cent 

Mar.  10.    Does  not  tolerate  0.20  gm.  galactose  per  kilo. 
Mar.  13.    Tolerates  i.o  gm.  levulose  per  kilo. 

Mar.  14.  Blood:  lipase,  1.20;  fibrinogen,  217  mg. ;  total  non-protein  N,  56 
mg.;  urea  N,  26  mg.  (46  per  cent) ;  amino  N,  3jO  mg.    Urine:  250  cc.  containing 

5.7  gm.  nitrogen ;  urea  N,  84  per  cent ;  ammonia  N,  6  per  cent ;  amino  N,  6.9  per 
cent. 

Mar.  15.    Died  during  chloroform  anesthesia. 

Dog  XI. — Weight  16  kilos.  Normals:  phthalein  35  per  cent.  Urine:  425  cc. 
containing  7.9  gm.  nitrogen ;  urea  N,  82  per  cent;  ammonia  N,  10  per  cent;  amino 
N,  I.I  per  cent 

Mar.  3,  1914,    Chloroform  anesthesia  for  2  hours. 

Mar.  5.  Found  dead  in  cage.  Body  still  very  warm.  Bladder  urine:  100 
cc,  containing  2.2  gm.  nitrogen ;  urea  N,  40  per  cent ;  ammonia  N,  9.7  per  cent ; 
amino  N,  3.0  per  cent 

Dog  XII. — Weight  8  kilos.  Normals:  tolerates  1.5  gm.  levulose  per  kilo. 
Phthalein  34  per  cent,  positive  in  urine.  Blood:  lipase,  0.39;  total  non-protein 
N,  33  mg-;  urea  N,  11  mg.  (33  per  cent);  amino  N,  4.3  mg.  Urine:  198  cc. 
containing  7.8  gm.  nitrogen;  urea  N,  84  per  cent;  ammonia  N,  6.4  per  cent; 
amino  N,  i.o  per  cent 

Feb.  14.    Chloroform  anesthesia  for  li  hours. 

Feb.  15.  Phthalein  21  per  cent,  positive  in  urine.  Blood:  lipase,  0.93;  fibrin- 
ogen, 395  mg. ;  total  non-protein  N,  52  mg. ;  urea  N,  24  mg.  (46  per  cent)  ; 
amino  N,  4.9  mg. 

Feb.  16.  Urine:  265  cc,  containing  13.4  gm.  nitrogen;  urea  N,  84  per  cent; 
ammonia  N,  5.3  per  cent;  amino  N,  1.5  per  cent 

Died  in  subsequent  chloroform  anesthetization. 

Dog  XIII. — Weight  12  kilos.  Normals:  tolerates  0.22  gm.  galactose  and  1.5 
gm.  levulose  per  kilo.  Phthalein  32  per  cent  Blood:  lipase,  0.38;  fibrinogen, 
485  mg. ;  total  non-protein  N,  39  mg. ;  urea  N,  11  mg.  (39  per  cent)  ;  amino  N, 

4.8  mg.     Urine:  360  cc.  containing  9.1  gm.  nitrogen;  urea  N,  83  per  cent;  am- 
monia N,  6.0  per  cent ;  amino  N,  1.2  per  cent 

Mar.  19,  1914,  Chloroform  anesthesia  for  2  hours.  Very  light  All  subse- 
quent ones  light 

Mar.  23.    Phthalein  25  per  cent 

Mar.  25.    Chloroform  anesthesia  for  }i  hour.    Phthalein  27  per  cent 

Mar.  26.    Tolerates  0.16  gm.  galactose  per  kilo. 

Mar.  27.     Chloroform  anesthesia  for  i  hour. 

Mar.  28.    Does  not  tolerate  1.2  gm.  levulose  per  kilo. 

Mar.  29.     Phthalein  30  per  cent. 

Apr.  I.    Chloroform  anesthesia  for  2  hours. 

Apr.  2.    Tolerates  0.16  gm.  galactose  per  kilo. 

Apr.  3.    Does  not  tolerate  i  gm.  levulose  per  kilo. 

Apr.  4.  Phthalein  9  per  cent  positive  in  urine.  Does  not  tolerate  0.16  gm. 
galactose  per  kilo. 

Apr.  6.  Blood:  lipase,  0.85;  fibrinogen,  14  mg.;  total  non-protein  N,  25  mg.; 
urea  N,  13  mg.  (52  per  cent) ;  amino  N,  4.0  mg. 
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Apr.  7.  Tolerates  0.8  gtn.  levulose  per  kilo.  Phthalein  2  per  cent,  positive 
in  urine. 

Apr.  8.  Blood:  lipase,  1.61;  fibrinogen,  44  mg. ;  total  non-protein  N,  29  mg. ; 
urea  N,  10  mg.  (34  per  cent)  ;  amino  N,  4.3  mg.  Urine:  465  cc  containing 
6.1  gm.  nitrogen;  urea  N,  70  per  cent;  ammonia  N,  14.4  per  cent;  amino  N,  i^ 
per  cent. 

Killed  by  bleeding  from  carotid. 

Autopsy. — Liver:  normal  size,  very  pale,  and  friable.  Lobules  show  very 
plainly.    All  tissues  stained  with  bile.    Kidney  looks  normal. 

Microscopic  Examination. — Kidney:  cloudy  swelling,  moderate  grade.  Cells 
of  convoluted  tubules  are  swollen  and  granular.  The  lumina  contain  pink  stain- 
ing granules.  Liver:  shows  central  atrophy ;  extreme  fatty  degeneration,  involv- 
ing the  entire  lobule  except  a  thin  zone  about  the  portal  area;  and  numerous 
scattered  necrotic  liver  cells,  especially  about  the  central  portions  of  the  lobules. 

In  order  to  gain  some  idea  of  the  variations  in  normal  dogs  de- 
pendent on  diet,  Dogs  XIV  and  XV  were  studied  with  uncontrolled 
diet  (lungs,  corn  cake,  etc.),  and  then  on  April  17  placed  on  a  diet 
of  400  grams  of  meat  per  day.  The  total  nitrogen  and  urea  (whole 
blood)  were  taken  at  various  times.  Table  III  shows  the  variations 
encountered.  The  urea  figures  are  expressed  as  mg.  of  nitrogen  per 
100  cc.  of  blood. 

TABLE  III. 


Dog  XIV. 

Apr.,  1914. 

4 

5 

8 

«5 

16 

«7 

18 

19 

ao 

az 

aa 

«3  1  a4 

as 

a6 

27 

Total  N,  urine 

Urea  N.  blood 

10 

4.4 

9.0 
14 

9 

II. 2 
13 

lO.O 

5.8 

20 
21 

.0 
19 

13.6 

15.2 
14 

lO.I 

14 

Dog  XV. 

Total  N,  urine 

Urea  N,  blood 

II 

5.1 

3.7 
14 

9 

7.6 
15 

4.7 

6.9 

I8.I 

20|2S 

17.0 

1 

lis 

6.7 

18 

Dog  XIV. — Weight  11.9  kilos.  Normals:  phthalein  29  per  cent.  Blood: 
lipase,  0.35;  fibrinogen,  470  mg.;  total  non-protein  N,  34  mg.;  urea  N,  15  mg. 
(44  per  cent) ;  amino  N,  3.7  mg. 

May  I,  1914,    Deep  chloroform  anesthesia  for  2  hours. 

May  2.  Phenolsulphonephthalein  between  60  and  70  per  cent  for  2  hours. 
Blood:  lipase,  2.75 ;  fibrinogen,  90  mg. ;  total  non-protein  N,  32  mg. ;  urea  N,  13 
mg.  (40  per  cent)  ;  amino  N,  4.2  mg.  Urine:  single  specimen;  urea  N,  44  per 
cent;  ammonia  N,  8.3  per  cent;  amino  N,  3.1  per  cent.  Phthalein,  only  trace 
in  feces. 

Dog  ZF.— Weight  10.2  kilos.  Normals:  tolerates  0.3  gm.  galactose  and  1.5 
gm.  levulose  per  kilo.    Phthalein  37  per  cent. 
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May  5,  191 4.    Deep  chloroform  anesthesia  for  li  hours. 

May  6.  Blood:  lipase,  2.70;  fibrinogen,  30  mg.;  total  non-protein  N,  120  mg.; 
urea  N.  80  mg.  (67  per  cent)  ;  amino  N,  6.6  mg.     Urine:  24  hour  specimen  lost. 

May  7.  Dead.  Bladder  urine:  urea  N,  54  per  cent;  ammonia  N,  10.6  per 
cent ;  amino  N,  3.6  per  cent    Phthalein  3  per  cent. 

In  chloroform  poisoning  in  dogs  the  following  changes  are  found : 
The  tetrachlorphthalein  is  decreased,  and  it  appears  in  the  urine; 
lipase  is  increased;  fibrinogen  is  decreased;  the  total  non-protein 
nitrogen,  urea  nitrogen,  and  amino  nitrogen  of  the  blood  suffer 
practically  no  change.  In  the  urine  a  more  or  less  pronounced  dis- 
turbance of  the  nitrogen  partition  is  seen,  while  the  galactose  and 
levulose  tolerance  is  definitely  decreased. 

Dog  XV  was  the  only  one  with  chtoroform  poisoning  which 
showed  increase  in  nitrogenous  products  in  the  blood.  Here,  we 
have  a  condition  somewhat  resembling  that  in  phosphorus  dogs. 
The  other  tests  show  a  very  severe  type  of  poisoning  in  this  dog. 
This  brings  out  the  possibility  of  cumulative  phenomena  appearing 
in  the  course  of  chloroform  poisoning.  High  amino-acid  content  of 
the  urine  is  noted  in  Dog  X  (6.9  per  cent)  ;  Dog  XI  (3.0  per  cent)  ; 
Dog  XIV  (3.1  per  cent) ;  and  Dog  XV  (3.6  per  cent).  Dogs  XI, 
XIV,  and  XV  received  poisonings  which  were  rapidly  fatal,  dying 
within  forty-eight  hours.  In  them,  a  markedly  disturbed  nitrogen 
partition  occurs  in  the  urine,  i,  e.,  a  much  decreased  urea  nitrogen, 
without  a  corresponding  increase  in  the  free  amino-acids  or  ammonia 
nitrogen. 

In  Dog  XIV,  at  a  time  when  the  liver  function  was  reduced  to  a 
minimum,  the  sulphonephthalein  was  absolutely  normal.  It  is  very 
imlikely  that  renal  functional  changes  are  greater  in  chloroform  than 
in  phosphorus  poisoning. 

CONCLUSIONS. 

1.  We  have  confirmed  the  results  of  previous  workers  on  tetra- 
chlorphthalein, fibrinogen,  and  lipase. 

2.  The  total  non-protein  nitrogen,  urea,  and  amino-acids  of  the 
blood  serum  show  a  definite  and  sometimes  marked  increase  in 
phosphorus  poisoning.  These  changes  are  not  so  evident  in  chloro- 
form poisoning,  although  they  sometimes  occur.  They  are  usually 
terminal  phengmena. 
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3.  The  urinary  nitrogen  partition  between  the  urea,  ammonia, 
and  amino-acids  is  not  always  disturbed.  The  most  important 
changes  which  occur  are  an  increased  amino  nitrogen  in  chloroform 
and  phosphorus  poisoning,  and  a  very  low  urea  nitrogen  percentage 
in  severe  fatal  chloroform  poisoning. 

4.  Sugar  tolerance  towards  galactose  and  levulose  is  in  general 
markedly  decreased  in  both  types  of  poisoning. 

5.  In  phosphorus  poisoning  liver  functional  changes  can  and  do 
occur  without  concomitant  renal  changes.  Renal  insufficiency  usu- 
ally arises  as  a  terminal  event. 

6.  Increased  nitrogenous  products  in  the  blood  (total  non-protein 
nitrogen,  urea,  and  amino  nitrogen)  are  associated  with  an  increase 
of  these  bodies  in  the  urine.  Consequently,  an  increased  protein 
catabolism,  as  well  as  renal  insufficiency,  is  necessary  to  explain  this 
accumulation. 

7.  A  terminal  acidosis,  as  evidenced  by  increased  hydrogen  ion 
concentration  in  the  blood,  usually  occurs. 
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FEEDING  FRESH  SPLEEN  AND  OTHER  ORGANS. 

By  PAUL  A.  LEWIS,  M.D.,  and  ARTHUR  GEORGES  MARGOT. 

(From  the  Henry  Phipps  Institute  of  the  University  of  Pennsylvania, 

Philadelphia.) 

(Received  for  publication,  June  23,  191 5.) 

As  we  have  previously  recorded,^  splenectomized  mice  when  fed 
with  fresh  sheep  or  mouse  spleen  frequently  show  signs  of  illness. 
Some  animals  die  within  a  few  hours  after  eating  the  organ,  and  of 
those  that  die  some  show  hemorrhages  into  the  peritoneal  subserosa 
or  peritoneal  cavity.  The  mice  that  have  been  ill  are  apt  to  refuse 
to  eat  the  fresh  organ  on  several  succeeding  days.  When  they  do 
eat  again  they  may  or  may  not  show  signs  of  illness  once  more. 
Splenectomized  mice  fed  with  fresh  sheep  muscle  never  showed  any 
sign  of  acute  illness.  Intact  mice  fed  with  spleen  also  showed  no 
sign  of  ill  effect. 

These  experiments  were  made  on  animals  from  two  weeks  to  four 
weeks  after  the  removal  of  the  spleen.  The  intoxicating  effect  was 
readily  noticeable  in  animals  infected  with  the  tubercle  bacillus. 
In  the  non-infected  animals  the  result  was  definite,  but  somewhat 
irregular,  so  much  so  that  it  seemed  impracticable  to  do  systematic 
work  which  should  include  a  consideration  of  the  negative  results. 

Passing  by  the  steps  which  led  to  a  definite  and  decisive  method 
of  work  we  may  say  that  we  found  that  at  four  or  five  days  after 
splenectomy  the  intoxication  is  more  regular  in  its  occurrence  and 
is  apt  to  be  more  severe  than  at  later  periods.  Also,  as  we  continued 
these  observations,  we  became  impressed  with  the  fact  that  the 
hemorrhage  into  the  serous  membranes  and  especially  into  the  peri- 
toneum, which  we  had  occasionally  noticed,  was  really  an  integral 
part  of  the  process.  Following  a  natural  train  of  thought  from  this 
point  we  were  led  to  test  the  coagulation  time  of  the  blood.  We 
have  found  that  the  most  constant  result,  following  the  feeding  of 

1  Lewis,  p.  A.,  and  Margot,  A.  G.,  Jour.  Exper.  Med.,  191 5,  xxi,  84. 
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spleen  to  splenectomized  mice,  is  a  delayed  coagulation  time.  With 
these  facts  as  a  basis  for  judgment,  we  have  studied  the  nature  of 
this  intoxication  as  it  relates  to  the  time  of  its  possible  development 
after  splenectomy,  the  rate  of  its  development  after  feeding,  its 
specificity  both  as  to  organ  and  as  to  species,  the  amount  of  fresh 
substance  necessary  to  produce  the  intoxication,  and  finally  the  eflFect 
of  the  continuous  feeding  of  less  than  the  fatal  amount  of  substance. 

Methods. 

The  general  methods  of  splenectomy  and  feeding  have  been  stated 
in  our  previous  papers.  With  regard  to  the  feeding  we  may  repeat 
that  the  animals  are  fed  with  the  fresh  organs  before  other  food  is 
given  on  that  day.  We  have  found  that  the  change  in  coagulation 
time  is  apt  to  be  somewhat  more  pronounced  after  the  second  day's 
feeding  than  on  the  first  day.  Therefore,  in  case  the  first  feeding 
has  given  a  negative  result,  we  have  always  fed  with  the  same  sub- 
stance on  the  next  day.  The  coagulation  time  has  been  taken  with 
Bogg's  instrument,  the  blood  being  drawn  from  the  tail.  In  the 
following  experiments  the  first  feeding  was  on  the  fourth  day  after 
splenectomy.  The  second  feeding  was  on  the  following  day.  The 
coagulation  time  was  taken  before  feeding  and  usually  from  three 
to  four  hours  after  feeding. 

The  results  of  these  experiments  may  be  summarized  as  follows : 

Splenectomized  mice  fed  on  the  fourth  day  and  again  on  the  fifth 
day  show  no  change  in  the  coagulation  time  of  the  blood  when  the 
following  organs  are  used:  lymph  nodes,  thymus  gland,  liver,  kidney, 
skeletal  muscle,  lung,  brain,  pancreas,  pituitary  gland,  testicle, 
adrenal,  thyroid  gland,  salivary  glands,  and  the  mucosa  of  the  large 
intestines. 

When  fed  with  the  following  tissues  the  mice  show  a  delay  in 
the  coagulation  time  varying  between  two  minutes  and  fifteen  min- 
utes :  spleen  of  mouse,  rat,  guinea  pig,  rabbit,  beef,  sheep,  cat,  and 
man ;  gastric  mucosa  of  mouse  and  cat ;  and  mucosa  of  the  upper 
small  intestines  of  mouse  and  cat. 

When  fed  with  fresh  human  bone  marrow  and  with  dried  sheep 
blood  the  mice  also  show  a  change  in  coagulation  time.  In  the 
experiments  so  far  done  the  change  has  been  less  pronounced  than 
after  the  feeding  of  spleen  or  gastro-intestinal  mucosa. 
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The  mice  which  show  the  smaller  changes  in  coagulation  time 
seldom  show  any  other  evidence  of  the  intoxication.  When  the 
delay  in  coagulation  time  is  marked  the  animals  are  apt  to  be  ex- 
tremely sick,  and  a  considerable  number  of  the  animals  have  died. 
Death  when  it  occurs  usually  takes  place  before  the  eighth  hour. 
In  twenty  hours  the  blood  of  the  surviving  animals  has  usually  re- 
turned to  the  normal.  Occasionally  animals  are  encountered  in 
which  the  return  to  normal  is  less  rapid.  In  these  instances  the 
blood  coagulates  slowly  and  the  animal  is  still  sick  at  the  end  of 
twenty-four  hours.  These  animals  sometimes  recover  and  some- 
times die.  The  animals  which  die  during  the  course  of  this  intoxi- 
cation reveal  various  changes  at  postmortem  examination.  In 
some  no  gross  changes  can  be  made  out.  In  others  there  are  found 
petechial  hemorrhages  of  the  serous  membranes,  particulafly  the 
visceral  peritoneum.  Some  instances  of  hemorrhage  into  the  intes- 
tine have  been  encountered.  The  most  usual  result  is  a  diffuse, 
rather  poorly  marked  reddening  of  the  peritoneal  serosa  accom- 
panied by  a  small  amount  of  blood  tinged  peritoneal  fluid.  Occa- 
sionally extremely  large  hemorrhages  into  the  peritoneal  cavity  have 
occurred.  When  this  has  happened  the  animal  has  died  quite  sud- 
denly. No  definite  bleeding  point  has  been  discovered  in  any 
instance.     An  intense  diarrhea  accompanies  some  cases. 

We  have  been  unable  to  distinguish  in  any  way  between  the  in- 
toxication resulting  from  feeding  spleen  and  that  following  the 
feeding  of  gastro-intestinal  mucosa. 

The  tabulated  results  of  the  work  on  which  the  foregoing  state- 
ments are  based,  together  with  the  necessary  control  experiments, 
follow  (Experiments  I  to  XXX,  Tables  I  to  VIII). 

TABLE  I. 


Experiment  L    Rate  of  Development  of  the  Intoxication 

Fresh  Sheep  Spleen. 

after  Feeding  with 

i 
1 

CoacuUttion  tine. 

\ 

Bdbre  ftedhiff . 

After  feedfng. 

30  min. 

I  hr. 

abrt. 

3hr.. 

06 

188 

5  min..  10  sec. 

6  ••     10    ** 

5  min.,    0  sec. 

6  *•     30    *• 

5  min.,  20  sec. 

6  •*     20    •• 

7  min.,  10  sec. 

8  "       0    *• 

9  min..  20  sec. 
8     "      10    •* 

Died. 
lU. 
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TABLE  II. 

Experiment  II.    Amount  of  Fresh  Spleen  (Human)  Necessary  To  Produce 
Delayed  Coagulation, 


Mouse  No. 

Coagulation  time. 

Amonnt  eaten. 

Remarks. 

Before 

feeding. 

After  feeding. 

mg. 

317 

100 

5  min. 

,  10  sec. 

8  min..  10  sec. 

lU. 

318 

100 

4     " 

0    •• 

8     '*     20    " 

Died. 

319 

50 

6      " 

0     '* 

10     *'      10    •* 

** 

320 

25 

4     " 

20     •' 

6     **     20    " 

lU. 

321 

10 

4     " 

40     " 

6     ••      10    •* 

'• 

322 

10 

5      " 

0     '* 

6     •'      20    ** 

Well. 

323 

5 

6     '• 

10     *' 

6      "        0    " 

** 

TABLE  in. 


Experiments  III  to  VII. 


Effect  of  Feeding  Spleen  of  Other  Animals  to  Splenec- 
tomized Mice. 


Organ  fed. 


Coagulation  time. 


First  day  feeding. 


Before. 


After 


I     Re- 
I  marks. 


Second  day  feeding. 


Before. 


After. 


I  Remarks. 


Experiment  III. 
Spleen  (cat). 


Experiment  IV. 
Spleen  (beef). 


Experiment  V. 
Spleen 
(guinea  pig). 


Experiment  VI. 
Spleen 
(rabbit). 


Experiment  VII. 
Spleen  (rat). 


158  4  min.,  30  sec.,  4  min.,  20  sec. 

15914 
160I5 
16115 


1191 
120 
121 
122 


178  6 
179 
180'  4 
i8i|  5 

174:4 

175  4 
176;  5 
177 


170  5 

171  6 

172  6 

173  5 


20 
20 
30 

10 
30 
20 
30 

o 
10 
20 
10 

10 
20 
10 
30 

30 
o 

10 
20 


10 
30 
40 

10 

30 
30 

20 

10 
20 
30 
20 

20 

20 

O 

25 

10 
20 
30 
30 


111 


Very 
ill 


4  mm. 

4  " 

5  " 

5  •• 

6  " 

7  " 
4  " 
4  " 

6  " 

7  " 


20  sec.  7  min.,  10  sec.  I  Very  ill. 


40 
10 
20 

o 
20 
20 
40 

30 
o 

20 
o 

30 

10 

30 

o 

10 
10 

40 

10 


6 

5 
8 

6 
II 
10 

6 

6 
8 
4 
5 

6 

7 
7 
6 

7 
6 
6 
8 


20 
10 
30 

10 
30 
10 
30 

30 
10 
10 
20 

10 
40 
10 
30 

20 

20 

0 

40 


,IU. 


Died. 


111. 


VeryiU. 


111. 


Did  not 

eat. 

Died. 
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Experiments  VIII  to  XI.    Effect  of  Feeding  Gastro-Intestinal  Mucosa  to 
Splenectomized  Mice, 


Organ  fed. 


Coagulation  time. 


First  day  feeding. 


Before. 


After. 


Re- 
marks. 


Second  day  feeding. 


Before. 


After. 


Remarks. 


ExpcrimentVIII.| 
Stomach 
(mouse). 


Experiment  IX. 
Small  intestine 
(mouse). 


Experiment  X. 
Stomach  (cat). 


Experiment  XI. 
Small  intestine 
(cat). 


34 
35 
36 
37 

30 
31 
32 
33 

154 
155 
156 
157 

150 
151 
152 
153 


4  mm., 

5  *• 
4  •• 

6  *• 

6  " 

4  *' 
6  •• 

5  '* 

5  •* 

6  " 
6  •' 

5  " 

4  *' 

6  •* 

5  " 
5  " 


,  30  sec. 

o  ** 

10  ** 

o  " 

20  ** 

40  •• 

10  " 

5  '• 

40  *• 

20  " 

10  ** 

10  " 

20  •• 

o  •* 

30  •• 

20  •• 


4  mm.,  20  sec. 
6     *•     10 
10     "     20 
6     **     10 


o 

5 

20 

20 

10 
10 
30 
10 


6  *'  10 

6  "  10 

5  "  20 

5  '*  30 


111 


4  mm. 

5  '• 
4     " 

6  ** 


,  20  sec. 
10 
30 
o 


5  20 

5  •*  o 

5  *•  30 

5  •*  5 


o 
10 
20 
20 

o 
10 
20 
20 


7  mm.,  10  sec. 
7     "     20 
10      *     30 
9     "     20 


9     ' 

*       0 

8     * 

*     20 

6     ' 

'     40 

7     * 

'     30 

9  "  10 

7  "  20 
6  **  20 

10  **  40 

8  **  20 

6  "  20 

11  "  10 

7  "  30 


Died. 


lU. 


Died. 

VeryiU. 

Died. 
111. 


TABLE  V. 

Experiments  XII  and  XIII  (a).    Effect  of  Feeding  Dried  Whole  Blood  and 
Bone  Marrow  to  Splenectomized  Mice, 


s 

Coagulation  time. 

Substance  fed. 

First  day  feeding. 

Second  day  feeding. 

Before. 

After. 

Re- 
marks. 

Before. 

After. 

Remarks. 

Experiment  XII. 
Dried  whole 
blood  (sheep). 

Experiment 
XIII  (a). 
Bone  marrow 
(man). 

182 

183 
184 
185 

327 

328 
329 
340 

5  min..  30  sec. 

4  "      10    *• 

6  *'       0    •• 

5  *•     20    " 

4     "      10    •* 

4  "     30    •• 

5  ••       0    •• 
4     •'      20    *• 

5  min.,  20  sec. 
7     ••      10    " 

6  *•     20    " 
6     "       0    " 

6  •*     20    " 

5  "     20    " 

7  •*       0    •• 

6  '*      10    " 

Ill 

4< 

5  min.,  30  sec. 
7     "       0    " 

6  "      10    •* 
5      "       0    - 

6  min.,    0  sec. 

7  "     40    " 
6     '*      10    " 
6     *•     40    *' 

111. 
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TABLE  VI. 


Experiments  XIII  (b)  to  XX.    Effect  of  Feeding  Various  Organs  to  Splenec- 
tomized Mice, 


Coagulation  time. 

Orgaofed. 

First  day  feeding. 

Second  day  feeding. 

Before. 

After. 

Before. 

After. 

Remarks. 

Experiment  Xlll(b). 

83 

6  min..  40  sec. 

6  min. 

.  20  sec. 

6  min.,  30  sec. 

6  min.,  20  sec. 

Lymph  nodes 

84 

5 

•*      30    " 

5      " 

30    " 

5 

••     30    " 

6     •*       0    *• 

(sheep). 

85 

4 

**      20    •* 

4     '* 

30    " 

5 

**      10    *• 

5     "     30    " 

86 

5 

••       10     *• 

5      " 

20    " 

5 

'•      10    " 

5      "      10    •• 

Experiment  XIV. 

87 

6 

••      10    *• 

6     " 

0    ** 

6 

-        0    " 

6     '*      30    •' 

Thymus  (sheep). 

88 

5 

*•     30    •* 

5      " 

20    •• 

5 

"      10    *• 

5      *•      20    •• 

89 

6 

•*       0    *' 

6      •• 

10    *' 

6 

•*      20    *• 

6     *•      10    •• 

90 

5 

a            Q      .. 

5      •• 

20    " 

5 

*•      10    ** 

5      '•      30    " 

Experiment  XV. 

162 

6 

**         20      " 

6      •• 

40    " 

6 

"     30    •• 

6     "     30    " 

Large  intestine 

163 

6 

*•       10     " 

6      " 

10    *• 

6 

**      20    •* 

6     "      10    '* 

(mouse). 

164 

5 

••    30  •• 

5      " 

20    ** 

5 

"      20    ** 

5      "      30    •• 

i6s 

5 

"    40  •* 

5      •* 

30    " 

5 

-     30    •• 

5     **     30    •• 

Experiment  XVL 

108 

5 

*•       20     *' 

5      " 

30    *• 

5 

**      10    ** 

5      *•     30    " 

Liver  (sheep). 

109 

4 

*•       20     *' 

5      " 

10    " 

5 

•'      10    " 

5     "      10    " 

no 

5 

"        10     " 

5      *• 

20    *' 

5 

"      20    •* 

5     ••      10    " 

III 

5 

"       30     '* 

5      '* 

30    •• 

6 

0    " 

6      **      20    '* 

Experiment  XVIL 

75 

5 

"       20     " 

5      ** 

10     " 

5 

••     30    " 

5      ••     30    " 

Note  slight  de- 

Pancreas (sheep). 

76 

4 

*'        10     '* 

4     •' 

30    •• 

5 

*'      20    *' 

4     ••       0    •• 

crease  in  co- 

77 

5 

"       20     ** 

5      " 

20    " 

6 

"      20    *' 

4     "      10    •' 

agulation 

78 

5 

'*     10    •• 

4     " 

40    *• 

6 

**      10    ** 

4     ••      20    " 

time.     Com- 
pare  with 
salivary  gland 
(Experiment 
XXV). 

Experiment  XVIIL 

100 

6 

"       20     " 

6      •• 

10     " 

6 

••      20    *• 

6     "      20    •' 

Pituitary  body 

lOI 

6 

**        10     '* 

6      " 

10     '* 

6 

••     30    •• 

6     •'      10    " 

(sheep). 

102 

5 

"       10     *• 

5      " 

0     *' 

5 

"      20    •• 

5      •*      30    •• 

103 

6 

M           j^        .. 

6      •* 

10    •* 

6 

0    ** 

6      **        0    •• 

Experiment  XIX. 

104 

6 

0     ** 

6      " 

10    *• 

5 

"      20    " 

5      "      30    " 

Brain  (sheep). 

105 

6 

"        10     " 

6      •• 

0    •• 

6 

..        Q    .. 

6     "        0    *' 

106 

5 

"       20     " 

5      " 

10     " 

4 

"      40    •• 

5      •'        0    •* 

107 

6 

•*       20     " 

6      " 

30  •• 

6 

"      10    " 

6     ••     30    ** 

Experiment  XX. 

112 

6 

0     " 

6      *• 

10     " 

6 

"      10    •• 

6      **     30    *• 

Kidney  (mouse). 

113 

6 

0     " 

6      •* 

30  " 

5 

••     30    " 

5      "      20    " 

114 

5 

••       20     " 

5      '* 

10     " 

5 

"      10    •* 

6     ••        0    *• 

"5 

4 

••       30     •• 

4      " 

40  " 

4 

*'      40    '• 

s    ••     0  •• 
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Other  experiments  were  made  to  determine  the  effect  of  feeding 
the  regular  diet  of  oats  and  bread  on  the  coagulation  time  of  the 
blood.  Neither  the  intact  nor  the  splenectomized  animals  showed 
any  change  after  eating  this  food. 

The  intoxication  as  described  bears  a  certain  general  resemblance 
to  peptone  poisoning.  The  fact  that  it  is  developed  from  the  intes- 
tinal tract  likewise  suggested  that  the  effects  might  be  due  to  imper- 
fectly detoxicated  digestion  products.  In  following  up  these  sug- 
gestions we  have  studied  the  reaction  of  mice  to  Witte's  peptone. 
We  have  been  unable  to  poison  mice  by  feeding  this  substance. 
When  intraperitoneal  injections  of  this  peptone  are  given,  an  intoxi- 
cation is  produced  which  causes  a  delay  in  the  coagulation  of  the 
blood  and  which  may  lead  to  death.  The  change  in  coagulation 
time  develops  more  slowly.  It  is  not  apparent  in  six  hours  but  is 
well  developed  at  eighteen  hours.  No  difference  could  be  detected 
between  the  reaction  of  intact  and  splenectomized  mice  to  Witte's 
peptone. 

If  those  splenectomized  mice,  which,  having  been  fed  with  either 
spleen  or  gastro-intestinal  mucosa,  survive,  are  fed  continuously 
with  the  same  substance,  a  certain  number  of  them  will  die  at  later 
feedings.  The  remainder  after  ten  days  or  two  weeks  no  longer 
develop  the  evidence  of  illness,  even  though  they  may  eat  large  quan- 
tities of  material.  They  do  not  become  sick  and  the  coagulation 
time  of  the  blood  remains  normal. 

Many  important  questions  raised  by  the  demonstration  of  this 
tolerance  have  not  as  yet  been  clearly  answered  in  our  experiments. 
We  have  much  reason  for  considering  that  this  is  an  acquired  toler- 
ance or  immunity  produced  by  the  repeated  feedings  in  the  sus- 
ceptible animal.  Our  figures  show  certain  instances  in  which  ani- 
mals definitely  ill  with  a  definitely  delayed  coagulation  time  fail  to 
show  reactions  at  subsequent  feedings.  These  instances  are,  how- 
ever, small  in  number  and  up  to  the  present  time  few  of  our  obser- 
vations have  been  made  with  this  point  sufficiently  in  view.  On 
the  other  hand,  we  know  that  mice  immediately  after  splenectomy 
differ  considerably  in  their  susceptibility  to  the  intoxication.  After 
a  number  of  weeks  they  become  less  susceptible  spontaneously.  In 
just  what  degree  the  natural  process  operates  and  in  how  far  we 
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influence  it  by  repeated  feedings  we  are  unable  to  decide  at  present. 
When  we  speak  of  this  tolerance  as  acquired  we  express  our  present 
belief  but  recognize  it  as  possible  that  the  repeated  feedings  may 
have  served  chiefly  to  select  the  resistant  animals. 

We  also  have  certain  evidence  that  this  tolerance  is  in  consider- 
able degree  specific  in  the  sense  that  the  animals  tolerant  to  spleen 
following  repeated  feedings  with  this  organ  are  still  susceptible  to 
intoxication  with  gastro-intestinal  mucosa  and  vice  versa.  We 
hope  to  extend  our  observations  in  this  direction  in  the  near  future. 

In  most  of  the  experiments  tabulated  above  the  result  has  been 
decisive.  Certain  instances  when  this  has  not  been  entirely  the  case 
require  comment. 

1.  Thyroid  feeding  gives  no  change  in  the  coagulation  time  of 
the  blood.  The  animals  may,  however,  become  ill  and  some  may 
die  with  an  acute  intoxication. 

2.  Suprarenal  gland  when  fed  to  mice  gives  rise  in  most  instances 
to  an  acute  or  subacute  intoxication  with  some  peculiar  character- 
istics. The  coagulation  time  of  the  blood  is  not  slowed.  It  may 
possibly  in  some  instances  be  hastened. 

3.  Administration  of  pancreas  seems  to  shorten  the  coagulation 
time  of  the  blood  appreciably.  In  no  instance  have  we  been  able  to 
see  evidence  of  illness. 

4.  The  salivary  gland  of  the  mouse  when  fed  to  mice  causes  a 
violent  fatal  intoxication.  The  mice  do  not  behave  exactly  as  in 
the  case  of  the  spleen- fed  mice  and  the  coagulation  time  of  the  blood 
is  also  shortened. 

These  intoxications  with  thyroid,  suprarenal,  and  salivary  gland 
are  important  in  this  connection,  as  they  might  be  confusing  to 
one  who  was  not  aware  of  the  possibility  of  their  occurrence.  We 
feel  justified  in  putting  them  to  one  side  as  having  no  connection 
with  the  subject  at  hand  for  the  reasons,  first,  that  splenectomized 
mice  are  no  more  susceptible  than  normal  mice  in  either  instance; 
secondly,  that  the  animals  which  die  do  not  show  the  hemorrhagic 
lesion  so  frequently  found  in  animals  dying  after  eating  spleen  or 
gastro-intestinal  mucosa ;  and,  finally,  because  the  coagulation  time 
of  the  blood  either  is  not  altered  or  is  diminished.  The  intoxica- 
tions with  tliyroid  and  suprarenal  glands  bear  some  resemblance  to 
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the  picture  of  such  a  poisoning  which  could  be  drawn  on  the  basis 
of  the  well  known  properties  of  these  organs.  That  with  salivary 
gland  was  entirely  unforeseen  and  seems  to  offer  an  entirely  new 
subject  for  consideration. 

The  experiments  presented  in  which  an  intoxication  of  definite 
character  is  shown  to  result  from  feeding  splenectomized  mice  with 
either  fresh  spleen  or  the  mucous  membrane  of  the  stomach  and 
upper  small  intestine  are  of  course  difficult  if  not  impossible  of 
interpretation  at  present.^  The  reaction  being  so  closely  limited  to 
these  organs,  together  with  the  fact  that  no  direct  distinction  can 
be  made  between  the  intoxication  developed  in  either  case,  makes 
it  seem  reasonable  to  suppose  that  there  is  some  close  interaction 
between  the  spleen  and  the  upper  gastro-intestinal  mucosa  with  re- 
spect to  some  function  or  functions.  It  is  interesting  that  such  an 
interrelationship  has  been  put  forward  in  the  interpretation  of  ex- 
periments of  a  very  different  nature. 

Luciani'  reviews  the  observations  of  a  number  of  workers  in  this  connection. 
It  is  stated  to  have  been  shown  that  an  extract  of  the  spleen  taken  at  the  height 
of  digestion  is  capable  of  activating  the  zymogens  extracted  from  the  pancreas. 
In  vivo  experiments  are  said  to  have  rendered  it  probable  that  this  activation 
is  not  only  possible  but  is  an  important  factor  in  proteolytic  digestion.  A. similar 
form  of  interactivity  has  been  supposed  to  exist  between  spleen  and  stomach, 
but  has  not  been  demonstrated  experimentally. 

Except  for  the  meager  suggestion  which  may  be  offered  by  these  physio- 
logical writings  we  know  of  nothing  in  the  literature  which  is  in  any  way  related 
to  the  facts  as  we  have  observed  them.  Until  more  observations  are  at  hand  a 
h3rpothetical  discussion  of  the  subject  would  be  without  profit 

SUMMARY. 

The  intoxication  which  is  developed  when  splenectomized  mice 
are  fed  with  fresh  spleen  is  more  regular  in  occurrence  when  the 
feeding  experiment  is  carried  out  four  or  five  days  after  splenec- 
tomy than  when  it  is  done  at  later  periods.  The  intoxication  is 
easily  recognizable  even  in  its  less  severe  forms  by  a  lengthening  of 
the  coagulation  time  of  the  blood. 

*The  experiments  with  dried  blood  and  with  bone  marrow  should  in  the 
future  receive  equal  consideration  with  those  in  which  spleen  is  used.  Up  to  the 
present,  extraneous  circumstances  have  prevented  our  giving  much  attention  to 
the  reaction  to  these  substances. 

•Luciani,  L.,  Physiologie  des  Menschen,  Jena,  1906,  ii,  80,  loi. 
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An  intoxication  of  the  same  character  is  produced  when  splenec- 
tomized mice  are  fed  with  the  mucous  membrane  of  the  stomach 
and  upper  small  intestine.  Bone  marrow  and  dried  blood  probably 
give  the  same  reaction  in  a  somewhat  milder  form.  The  other 
organs  either  give  no  intoxication  at  all  when  fed,  or  in  certain 
instances  the  thyroid,  adrenal,  and  salivary  gland  (mouse)  give 
intoxications  of  a  different  character  which  affect  intact  mice  and 
splenectomized  animals  equally. 

The  spleen  or  the  gastro-intestinal  mucosa  is  equally  effective  in 
producing  the  intoxication,  whether  it  be  derived  from  heterologous 
or  homologous  species. 

Certain  experiments,  not  reported  in  detail,  indicate  that  the  sus- 
ceptibility to  the  intoxication  disappears  in  time  and  that  this  time 
may  be  shortened  by  repeated  feedings  with  sublethal  amounts  of 
organ  substance. 
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In  our  second  paper  under  this  title*  we  were  able  to  state  that 
the  increased  resistance  which  splenectomized  mice  show  to  infec- 
tion with  the  tubercle  bacillus  is  decreased  again  if  the  infected  ani- 
mals are  fed  continuously  with  fresh  spleen.  The  natural  conclu- 
sion would  follow  from  this  that  the  feeding  of  the  spleen  had 
served  to  restore  some  function  of  this  organ  which  makes  for  the 
normal  susceptibility  to  the  infection.  The  situation  was,  how- 
ever, extremely  complicated  by  the  fact  that  splenectomized,  unin- 
fected mice  were  found  to  suffer  from  a  more  or  less  severe  intoxi- 
cation when  fed  with  fresh  spleen.  The  administration  of  any 
poison  to  mice  infected  with  the  tubercle  bacillus,  even  in  doses 
which  are  considerably  below  those  necessary  to  cause  symptoms 
in  the  normal  animal,  is  apt  to  shorten  life.  We  were  at  that  time 
of  writing,  therefore,  unable  to  reach  a  satisfactory  conclusion  in 
regard  to  the  issues  involved. 

Since  then  we  have  made  a  more  extensive  study  of  the  intoxi- 
cation to  which  splenectomized  mice  are  subject  when  fed  fresh 
spleen.^  As  a  result  of  this  study  we  attained  command  of  a 
method  which  seemed  to  make  it  possible  to  determine  whether  or 
not  feeding  of  fresh  spleen  would  restore  a  function  to  the  body 
which  affects  its  susceptibility  to  infection  in  definite  degree. 

1  Lewis,  P.  A.,  and  Margot,  A.  G.,  Jour,  Exper,  Med.,  1915,  xxi,  84. 

2  Lewis  and  Margot,  ibid.,  191 5,  xxii,  347. 
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The  facts  on  which  we  rely  for  the  purpose  of  the  present  paper 
are  the  following.  When  recently  splenectomized  mice  are  fed  with 
fresh  spleen  or  with  the  fresh  mucous  membrane  of  the  stomach  and 
upper  small  intestine  an  acute  intoxication  is  produced.  In  its 
immediate  manifestations  the  intoxication  is  the  same,  whichever 
of  these  organs  is  administered.  A  number  of  weeks  after  splenec- 
tomy the  mice  are  less  susceptible  to  this  intoxication  and  in  time 
they  can  no  longer  be  affected.  This  return  to  the  normal  condi- 
tion of  tolerance  can  be  hastened  by  the  continuous  feeding  of  the 
fresh  organ  in  sublethal  doses,  beginning  a  few  days  after  splenec- 
tomy. In  this  way  we  have  been  able  to  produce  groups  of  mice 
which  between  two  and  three  weeks  after  splenectomy  can  be  fed 
fresh  spleen  and  fresh  gastro-intestinal  mucosa  with  entire  impunity. 

It  is  unimportant  for  the  purposes  of  the  present  discussion  to 
decide  upon  the  nature  of  this  tolerance:  whether,  for  example,  it 
is  an  acquired  immunity  or  a  selection  of  naturally  resistant  speci- 
mens. It  is,  on  the  other  hand,  absolutely  essential  to  a  proper 
interpretation  of  the  results,  that  the  tolerance  exist  at  the  time 
stated,  two  or  three  weeks  after  splenectomy,  for  the  follow- 
ing reason. 

We  have  previously  stated  that  the  resistance  given  against  infec- 
tion with  the  tubercle  bacillus  gradually  disappears,  being  entirely 
gone  in  six  months.  We  present  figures  in  this  paper  (Experiment 
II,  Group  k)  to  show  that  in  as  short  a  time  as  ten  weeks  the  spe- 
cific effects  of  splenectomy  have  disappeared,  or  at  least  have  been 
reduced  to  an  insignificant  residuum.  It  is  obvious  that  experi- 
ments which  depend  for  their  interpretation  on  the  presence  or 
absence  of  this  resistance  must  be  carried  out  in  such  a  way  that  the 
animals  are  infected  from  two  to  three  weeks  after  splenectomy, 
at  a  time  when  the  resistance  is  at  a  maximum  and  when,  as  we 
have  repeatedly  shown,  it  is  almost  uniformly  present.  On  the 
basis  of  these  considerations  we  have  carried  out  the  following 
experiment. 

A  number  of  mice  were  splenectomized  and  separated  into  three 
main  groups.  The  first  group  (Table  I,  Experiment  I,  b)  was  re- 
tained on  the  regular  diet.  The  second  group  was  fed  fresh  spleen 
continuously  in  addition  to  the  regular  diet,  beginning  on  the  fourth 
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day  after  splenectomy  and  throughout  the  course  of  the  experiment. 
A  considerable  number  of  this  group  died,  following  the  first  few 
feedings,  of  the  acute  intoxication  we  have  considered.  Those  sur- 
viving in  the  third  week  appear  in  Table  I  (Experimenl  I)  as 
Groups  c,  d,  e,  and  f,  according  to  the  source  of  the  spleen  with 
which  they  were  fed.  The  third  group  was  fed  in  exactly  the  same 
way  with  stomach  or  small  intestine,  and  the  survivors  appear  in 
Table  I  (Experiment  I)  as  Groups  g  and  h.  The 'animals  of  all 
the  groups  were  now,  in  the  third  week,  inoculated  intraperitoneal^ 
with  I  mg.  of  a  culture  of  the  tubercle  bacillus,  Bovine  C.  A  group 
of  intact,  normal  mice  was  also  inoculated  in  the  same  way,  as  con- 
trols. The  feedings  were  continued  during  the  course  of  the  infec- 
tion. The  results  of  the  experiment  are  shown  in  Table  I  (Ex- 
periment I). 

TABLE  I. 

Experiment  I,    Intraperitoneal  Infection  with  i  Mg,  of  Culture  Bovine  C. 


Group. 

Mice. 

Treatment. 

Days  lived. 

a 

Intact 

None 

19,21.29,29.32.34.39.4a. 

b 

Splenectomized 

" 

3,  9.  42,  44.  61.  87.  89. 

c 

Fed  beef  spleen 

29,  38.  52. 

d 

"    sheep     ** 

26,  28.  30.  36.  37,  61. 

e 

"    rabbit    '• 

24.  28,  40,  41. 

f 

"    human  •* 

29.  30.  34.  37.  39. 

g 

"    stomach  (mouse) 

9.  57.  71.  94. 

h 

'*    small  intestine  (mouse) 

2.  78,  79.  90,  126.  one  still 
living. 

The  results  of  this  experiment  seem  clear.  The  normal  mice 
(Group  a)  were  all  dead  by  the  forty-second  day.  Disregarding, 
as  we  are  accustomed  to  do  in  this  work,  the  animals  dying  in  less 
than  ten  days,  the  splenectomized  mice  which  received  only  the 
normal  diet  (Group  b)  lived  much  longer  than  this  (forty-two  to 
eighty-nine  days).  The  results  with  these  groups  repeat  our  funda- 
mental experiment  showing  the  increased  resistance  following 
splenectomy,  and  furnish  the  standards  for  comparison  with  the 
following  groups. 

The  mice  fed  with  fresh  spleen  continuously,  with  two  exceptions 
were  dead  in  the  same  time  as  the  normal  controls.  The  resistance 
given  by  splenectomy  is  therefore  abolished  by  feeding  spleen.  The 
two  exceptions  cannot  be  held  of  serious  account.     The  experiment 


Digitized  by 


Google 


362 


Function  of  Spleen  in  Experimental  Infection. 


contains  so  many  possibilities  for  failure  that  it  is  rather  surprising 
that  a  larger  number  of  exceptional  cases  do  not  occur.  The  most 
obvious  possibility  in  this  connection  is  that  these  exceptional  mice 
may  not  have  eaten  sufficiently  or  with  sufficient  regularity  to  pro- 
duce the  result  attained  with  the  larger  number. 

The  animals  fed  with  the  gastro-intestinal  mucosa  lived  as  long 
as  or  longer  than  the  unfed,  splenectomized  mice.  This  result  seems 
to  dispose  entirely  of  the  objection  which  might  be  offered  on  the 
basis  of  the  spleen  feeding  alone  that  the  shortening  of  life  could 
be  the  result  of  an  added  low  grade  intoxication. 

The  experiment  as  a  whole  is  convincing  evidence  that  as  a  spe- 
cific result  of  feeding  fresh  spleen  the  resistance  to  tuberculous 
infection  is  lowered  to  the  normal  level  again. 

Because  of  its  ability  to  produce  in  splenectomized  mice  an  intoxi- 
cation with  the  same  general  character  and  intensity  as  that  pro- 
duced by  the  administration  of  spleen,  the  feeding  of  the  gastro- 
intestinal mucosa  forms  the  most  convincing  evidence  that  the 
effects  produced  are  in  fact  the  restoration  of  a  true  splenic  func- 
tion as  related  to  the  specific  infection.  This  being  clear,  another 
experiment  which  we  had  carried  out  at  an  earlier  date  may  be  re- 

TABLE  II. 
Experiment  II.    Intraperitoneal  Infection  with  i  Mg,  of  Culture  Bovine  C. 


Group. 

Mice. 

Treatment. 

Days  lived. 

a 

Intact 

None 

10,  15.  17.  20.  21,  22,  22,  24. 

b 

Splenectomized 

" 

40,  48,  48,  50,  58,  89. 

c 

Fed  sheep  spleen 

14,  19,  22,  26,  26,  29. 

d 

*    watery  extract  of  sheep  spleen 

13.  29.  32,  36,  36. 

e 

•    residue  after  water  extraction 

28.  30.  32.  34.  36,  87. 

f 

'    sheep  liver 

I,  I,  58,  58,  68,  80. 

g 

'        '*      thymus  gland 

I.  3.  48.  58.  73.  84. 

h 

*•      thyroid      ** 

5.  13.*  17.*  29.*  47.  50. 

i 

**      lymph  nodes 

I.  3.  51.  54.  58.  59. 

J 

"                  "        **      pancreas 

5,  40,  48,  64.  82,  90. 

k 

"                None 
10  weeks  before  I 

10.  19,  21,  24,  24.  25,  28,  30 

*  Died  immediately  after  feeding. 

ported,  as  it  is  now  susceptible  of  interpretation.  In  this  case, 
reported  here  as  Experiment  II  (Table  II),  other  important  organs 
were  fed,  in  comparison  with  the  spleen  and  certain  spleen  products. 
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This  experiment  differs  from  the  first  one  in  that  no  effort  was  made 
to  create  a  tolerance  to  spleen  before  the  infection  was  established. 
The  result  shows  that  while  the  tolerance  is  a  necessary  feature  in 
eliminating  an  important  objection  to  our  interpretation  of  this  sort 
of  experiment,  it  is  not  at  all  essential  to  the  success  of  the  experi- 
ment itself. 

Table  II  shows  that  the  loss  of  resistance  as  a  consequence  of 
spleen  feeding  is  due  to  the  restoration  of  a  function  probably  pecu- 
liar to  that  organ.  The  resistance  is  not  affected  by  feeding  liver, 
thymus  gland,  lymph  nodes,  pancreas,  or  thyroid  gland.  On  the 
same  point  our  first  experiment  (Table  I)  shows  that  it  is  not 
affected  by  feeding  gastro-intestinal  mucosa.  In  our  earlier  papers 
it  was  shown  that  when  fresh  muscle  was  fed  the  resistance  was 
likewise  unaffected.  It  would  be  desirable  from  this  point  of  view 
to  feed  certain  other  organs  or  tissues,  notably  the  bone  marrow. 

The  results  of  Experiment  I  and  those  reported  in  our  second 
paper^  show  that  the  source  of  the  spleen  is  a  matter  of  indifference; 
whether  it  is  derived  from  mouse,  sheep,  rabbit,  beef,  or  human 
being,  the  result  is  essentially  the  same. 

DISCUSSION. 

We  have  reached  a  point  in  our  consideration  of  the  relation  of 
the  spleen  to  the  tuberculous  infection  in  the  mouse  where  it  seems 
possible  and  advantageous  to  discuss  the  subject  in  more  abstract 
terms.  Until  it  is  shown  by  experiment  to  be  otherwise,  we  shall 
in  the  future  attribute  the  specific  properties  of  the  spleen  in  its 
relation  to  tuberculosis  to  the  activity  of  a  single  substance.  For 
convenience  we  may  call  this  substance  tuberculosplenatin,  a  name 
suggesting  merely  its  origin  and  its  apparent  relationship  to  tuber- 
culosis. 

Tuberculosplenatin  we  consider  to  be  a  substance  peculiar  to  the 
spleen  in  the  same  way  that  adrenalin  is  peculiar  to  the  suprarenal 
gland.  It  is  found  in  the  spleen  of  several  different  mammals.  Its 
action  can  be  demonstrated  by  the  use  of  mice  as  we  have  described, 
either  by  removing  the  organ  and  following  the  course  of  the  infec- 

*  Lewis  and  Margot,  ibid.,  1915,  xxi,  84. 
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tion,  or  by  following  the  course  of  the  infection  in  splenectomized 
mice  to  which  the  substance  is  restored  by  feeding.  While  tuber- 
culosplenatin  exists  in  other  mammals  than  the  mouse  we  have  not 
so  far  been  able  to  demonstrate  its  activity  when  these  other  mam- 
mals are  infected,  presumably  because  of  the  presence  of  other 
factors  which  obscure  its  action. 

Since  the  feeding  experiments  bring  results,  we  must  conclude 
that  tuberculosplenatin  is  able  to  resist  the  activity  of  the  gastric 
juices  to  a  certain  extent  at  least.  We  have  made  a  beginning  in 
the  study  of  its  physical  and  chemical  properties.  The  results  re- 
ported in  Experiment  II  above  with  Groups  d  and  e  indicate  that 
the  substance  is  soluble  in  cold  water  but  that  it  is  difficult  to  extract 
completely  in  this  way. 

Tuberculosplenatin  acts  by  producing  an  increased  grade  of  sus- 
ceptibility or  by  diminishing  the  resistance  of  the  animal  to  infec- 
tion. There  is  very  little  if  any  evidence  as  to  the  mechanism  of 
the  action.  Murphy  and  Ellis*  believe  that  the  increase  in  resistance 
following  splenectomy  is  a  consequence  of  an  increase  in  the  circu- 
lating lymphocytes  that  follows  the  operation.  If  this  is  true,  the 
substance  we  are  considering  might  possibly  act  in  restraining  the 
freedom  of  action  of  these  cells.  We  have  made  some  blood  counts 
to  control  this  point  in  connection  with  Experiment  I.  We  find, 
as  did  Murphy  and  Ellis,  that  there  is  a  definite  lymphocytosis  fol- 
lowing splenectomy.  This  has  persisted,  however,  up  to  the  time 
of  infection  in  spite  of  the  feeding  of  spleen,  and  while  our  observa- 
tions are  not  extensive  enough  to  be  final  we  cannot  at  present 
attribute  the  loss  of  resistance  in  our  experiments  to  a  depression  of 
the  number  of  circulating  lymphocytes.  The  enlargement  of  the 
lymph  nodes  as  a  result  of  splenectomy  has  not  been  sufficiently 
marked  in  our  experience  to  be  significant.  It  has  certainly  been 
no  less  marked  in  those  animals  receiving  spleen  in  the  food  than 
in  the  others.  For  the  present,  in  view  of  the  almost  unlimited 
possibilities  for  experimental  observation  in  connection  with  this 
line  of  work,  we  are  disposed  to  regard  attempts  to  explain  the  reac- 
tions we  have  encountered  as  of  secondary  interest. 

*  Murphy,  Jas.  B.,  and  Ellis,  A.  W.  M.,  Jour.  Exper.  Med.,  1914,  xx,  397. 
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SUMMARY. 

Experiments  are  reported  which  show  that  in  all  probability  the 
increased  resistance  to  tuberculous  infection  which  is  imparted  to 
mice  by  the  removal  of  the  spleen  is  a  consequence  of  the  loss  of 
a  function  of  the  organ.  This  function  can  be  restored  by  the  feed- 
ing of  fresh  spleen.  For  the  present  we  attribute  these  changes  to 
the  removal  and  restoration,  as  the  case  may  be,  of  a  particular 
substance  for  which  the  designation  tuberculosplenatin  is  suggested. 
This  substance  is  assumed  to  be  related  to  the  spleen  as  adrenalin 
is  related  to  the  adrenal  gland.  It  is  peculiar  to  the  organ  but  not 
to  the  species.  It  is  not  found  in  other  organs  of  the  body  so  far 
as  our  observations  have  extended.  The  absence  of  the  substance 
from  the  lymphatic  glands  seems  of  especial  importance  in  this 
connection. 
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II.  The  Influence  of  Pathological  Conditions  and  of  Drugs 

ON  Excretion. 

By  franklin  C.  McLEAN,  M.D. 

(From  the  Hospital  of  The  Rockefeller  Institute  for  Medical  Research, 

New  York.) 

(Received  for  publication,  April  17,  1915.) 

introduction. 

In  a  previous  communication  (i)  we  have  considered  the  laws 
governing  the  rate  of  excretion  of  urea  and  chlorides  and  their  vari- 
ations in  individuals  with  normal  excretion.  The  present  paper 
deals  with  the  application  of  these  laws  to  the  study  of  pathological 
conditions,  and  to  the  study  of  the  action  of  certain  drugs  on  ex- 
cretion. The  aim  is  for  the  present  not  primarily  to  draw  conclu- 
sions regarding  the  diseased  conditions  themselves,  but  to  oflfer  a 
means  of  obtaining  more  accurate  information  regarding  these  con- 
ditions than  has  hitherto  been  possible.  Certain  cases  which  illus- 
trate the  nature  of  the  observations  made  possible  by  the  method 
have  been  selected  for  presentation. 

The  laws  formulated  by  Ambard  for  the  excretion  of  urea  are  already  in 
clinical  use  in  France  (2).  In  the  clinic  the  method  has  Deen  used  almost  solely 
as  a  measure  of  renal  function,  the  variations  in  the  values  obtained  with 
Ambard's  coefficient  serving  as  an  indication  of  disturbed  function.  Widal, 
Ambard,  and  Weill  (3)  have  studied  the  excretion  of  chlorides  in  edematous 
subjects,  and  have  made  some  observations  on  the  effect  of  diuretics.  Bauer 
and  Habetin  (4)  and  more  recently  Bauer  and  von  Nyiri  (5),  working  inOrtner's 
clinic  in  Vienna,  have  published  observations,  obtained  by  means  of  Ambard's 
laws,  on  urea  and  chloride  excretion  in  a  considerable  number  of  cases.  Inas- 
much as  they  have  used  an  altogether  unreliable  method  for  the  determination 
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of  urea  in  the  blood,  and  publish  figures  as  high  as  0.779  S^*  of  urea  per  liter 
of  serum  in  individuals  with  normal  excretion,  a  figure  which  a  person  with 
normal  excretion  could  attain  only  after  ingestion  of  enormous  quantities  of 
urea,  our  figures  can  in  no  way  be  comparable  with  theirs. 

With  the  more  accurate  and  rapid  methods  for  urea  and  chloride 
determinations  now  available,  requiring  only  a  small  amount  of 
blood,  it  is  possible  to  make  frequent  and  repeated  simultaneous 
observations  on  urea  and  chloride  excretion  in  relation  to  the 
concentration  in  the  blood  in  the  same  individual,  and  at  a  minimum 
of  discomfort  to  him.  A  wider  field  is  thus  opened  for  investiga- 
tion. Quantitative  studies  of  human  bodily  functions  could  here- 
tofore be  carried  out  only  to  a  limited  extent.  With  the  methods 
here  presented,  we  have  a  direct  measurement  of  one  of  the  most 
important  excretory  functions,  elimination  of  urea  through  the  kid- 
neys, and  also  a  standard  for  judging  the  concentration  of  chlorides 
in  the  plasma  in  its  relation  to  normality.  That  these  methods  are 
more  delicate  than  other  methods  used  for  study  of  disturbed  renal 
function  is  apparent  from  the  data  presented. 

Methods  of  Study. 

Simultaneous  observations  on  urea  and  chloride  excretion  are  made  in  pa- 
tients in  a  manner  identical  with  that  described  in  the  preceding  paper  (i). 
One-half  hour  after  the  patient  drinks  150  to  200  cc.  of  fluid,  the  bladder  is 
emptied  and  the  subject  takes  no  further  fluid  or  food  until  a  carefully  timed 
period,  usually  of  seventy-two  minutes,  is  ended.  The  urine  excreted  during 
this  perioii  is  collected,  and  at  the  middle  of  the  period  about  10  cc.  of  blood 
are  withdrawn  from  an  arm  vein,  clotting  being  prevented  by  a  small  amount 
of  powdered  potassium  oxalate.  The  choice  of  a  period  of  seventy-two  minutes 
is  merely  for  the  sake  of  convenience,  seventy-two  minutes  being  one-twentieth 
of  twenty-four  hours.  A  one  or  two  hour  period  may,  of  course,  be  used,  all 
calculations  in  any  case  being  made  on  a  basis  of  twenty-four  hours.  In  case 
an  error  of  a  few  minutes  is  made  in  the  time  of  collection  of  the  second  speci- 
men, the  calculation  should  be  made  on  the  basis  of  the  time  actually  elapsed 
between  the  voiding  of  the  first  and  second  specimens.  The  amount  of  urea  in 
the  whole  blood,  and  total  chlorides,  estimated  as  sodium  chloride,  in  the  oxal- 
atcd  plasma  after  centrifugalization,  are  determined.  Both  urea  and  chlorides 
are  determined  in  the  urine.  By  substituting  the  values  obtained  in  the  proper 
formulas  the  relationship  of  the  rate  of  excretion  of  these  substances  to  their 
concentration  in  the  blood  is  determined.  In  the  case  of  urea  the  rate  of  excre- 
tion under  the  conditions  found  is  directly  measured  in  terms  of  the  normal,  by 
the  use  of  the  following  formula : 


Index  of  urea  excretion  =  8.96  X  Gm.  urea  per  24  hrs.  V  Gm^^eaperjiter  of_urine 

Wt.  m  kilos  X  (Gm.  urea  per  liter  of  blood)  * 
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In  the  normal  individual  this  formula  gives  a  value  of  about  lOO  for  the  index. 
The  theoretical  concentration  of  sodium  chloride  in  the  plasma,  under  the  con- 
ditions found,  is  calculated  from  the  following  formula: 


Calculated  plasma  NaCl  =  5.62  +  JGm.  NaCl  per  24  hrs.  VGm^aCl  perjiter  of  urine 
^      ^  \  4.23  X  Wt.  in  kilos 

For  the  derivation  and  significance  of  these  formulas  the  reader  is  referred 
to  the  foregoing  paper.  Analyses  are  carried  out  by  the  methods  there  indicated, 
and  calculations  are  made  with  the  slide-rule  there  described. 

Observations  are  made  as  frequently  as  desirable.  Since  they  involve  no 
discomfort  to  the  patient,  other  than  the  slight  inconvenience  incident  to  taking 
blood,  daily  observations  are  usually  made  when  changes  in  the  state  of  the 
patient  are  taking  place.  The  results  may  be  obtained  in  full  within  an  hour 
after  collection  of  the  specimens,  so  that  information  is  furnished  more  rapidly 
than  in  other  ways.  As  the  observations  involve  neither  additions  to  the  diet 
nor  introduction  of  foreign  substances,  they  interfere  in  no  way  with  the  dietetic 
regime  or  with  the  progress  of  the  case.  The  calculations  are  independent  of 
nitrogen  and  chloride  intake.  Gastro-intestinal  disturbances,  such  as  vomiting 
and  diarrhea,  therefore,  do  not  affect  the  results,  and  it  is  unnecessary  to  keep 
the  patient  on  an  analyzed  diet.  Observations  can  be  made  at  any  desired  time 
in  almost  every  case. 

Catheterization  has  been  performed  only  when  necessary  or  advisable  in 
order  to  avoid  danger  of  losing  the  specimen,  as,  for  instance,  during  delirium. 
It  should  be  practiced  in  cases  in  which  there  is  residual  urine.  Water  is  given 
before  the  seventy-two  minute  period  in  order  to  avoid  conditions  simulating 
retention  due  to  dehydration.  In  the  great  majority  of  cases  a  rate  of  flow  of 
urine  for  the  period  corresponding  to  1,000  cc.  or  more  per  twenty- four  hours 
is  obtained.  In  practice  we  make  it  a  rule  not  to  accept  results  on  urea  excre- 
tion calculated  from  a  urine  flow  at  a  rate  of  less  than  500  cc.  in  twenty-four 
hours,  since  results  obtained  under  the  condition  of  a  very  low  rate  of  urine 
excretion  are  apt  to  be  misleading.  The  chloride  formula  appears  to  hold  even 
for  very  low  rates  of  urinary  output 

Pathological  Conditions  Affecting  Excretion. 

Conditions  Associated  with  Retention. — Retention  of  nitrogen 
and  salt  have  long  been  recognized  as  occurring  in  certain  forms  of 
cardiac  and  renal  disease.  By  the  use  of  the  present  methods  new 
light  is  thrown  on  the  mechanism  of  this  retention.  The  salt  reten- 
tion of  pneumonia,  for  example,  has  been  shown  to  be  entirely  dif- 
ferent in  mechanism  from  the  salt  retention  of  chronic  nephritis. 
For  our  purpose  we  propose  to  consider  retention  only  in  the  sense 
of  its  relation  to  excretion.  That  is  to  say,  our  conception  of  re- 
tention, in  the  sense  just  defined,  is  a  relatively  high  concentration 
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of  substances  in  the  blood  in  order  to  induce  sufficient  excretion. 
That  retention  in  the  tissues  themselves  occurs  is  often  lost  sight  of 
in  studies  of  renal  function  by  methods  which  require  a  comparison 
of  intake  and  output  of  certain  substances.  It  is  manifestly  wrong 
to  consider  the  kidneys  responsible  for  the  failure  to  excrete  a  cer- 
tain amount  of  salt  given  by  mouth,  if  the  salt  is  taken  up  by  the 
tissues  and  the  concentration  in  the  plasma  remains  low.  But  if  the 
concentration  of  urea  or  chlorides  in  the  blood  or  plasma  remains 
proportionately  high,  and  the  rate  of  excretion  proportionately  low, 
it  is  correct  to  speak  of  retention  in  the  sense  of  a  failure  to  excrete 
properly.  This  is  the  condition  in  certain  types  of  cardiorenal,  or 
renal  disease. 

Retention,  thus  defined,  is  not  an  accumulation,  but  a  higher  level 
of  substances  in  the  blood,  to  compensate  for  increased  difficulty  in 
passing  through  the  outlet.  It  does  not  mean  that  the  kidney  is  not 
able  to  excrete  the  normal  amount  of  urea,  for  the  daily  excretion, 
as  has  repeatedly  been  shown,  may  be  quite  normal.  As  much  may, 
in  fact,  be  excreted  as  is  absorbed,  and  the  individual  be  in  perfect 
nitrogen  balance  (6),  although  the  blood  urea  or  blood  nitrogen  is 
much  increased.  But  it  does  mean  that  an  increased  amount  in  the 
blood  is  required  in  order  that  increased  pressure  may  be  provided 
to  cause  the  same  rate  of  excretion  through  diseased  kidneys  that 
would  be  carried  on  through  normal  kidneys  with  a  smaller  amount 
in  the  blood.  Actual  accumulation  may  and  does  occur,  under  cer- 
tain conditions.  It  differs  from  retention  in  the  above  sense,  because 
there  is  a  failure  to  excrete  substances  as  rapidly  as  they  are  ab- 
sorbed or  formed.  The  picture  is  different  from  the  purely  com- 
pensatory phenomenon  just  described. 

The  abnormal  individual  who  has  retention  comes  to  an  equilib- 
rium at  a  level  which  is  different  from  that  of  the  normal  individ- 
ual. By  comparing  his  rate  of  excretion  with  the  standard  normal, 
under  the  conditions  of  concentration  found  in  the  blood  and  urine, 
we  obtain  a  measure  of  the  degree  of  compensation  required  to 
secure  the  necessary  rate  of  excretion.  The  necessity  for  increased 
pressure  may  be  due  to  diminished  outlet,  because  a  certain  amount 
of  the  kidney  tissue  is  absent  or  is  not  functionating.     Thus  a  per- 


Digitized  by 


Google 


370  Laws  Governing  Rate  of  Excretion  in  Man, 

son  with  only  one  normal  kidney,  the  other  being  removed,  should 
have  an  index  of  urea  excretion  of  approximately  50,  100  repre- 
senting normality.  On  the  other  hand,  the  kidney  cells  present  may 
be  functionally  deficient,  though  still  able  to  carry  out  their  func- 
tions if  the  pressure  under  which  they  work  is  increased.  In  either 
case  the  index  measures  the  relative  functional  capacity  for  the 
excretion  of  urea.  An  index  of  100,  or  100  per  cent,  is  the  stand- 
ard normal,  based  on  a  considerable  number  of  observations  on 
normal  individuals.  An  index  of  25  indicates  that  the  individual 
under  observation  is  excreting  urea  at  25  per  cent  of  the  normal 
rate  under  the  conditions  of  concentration  of  urea  found  in  the 
blood  and  urine.  An  index  of  80  is  considered  as  the  lower  limit 
of  normality,  and  no  normal  individual  should  give  a  lower  figure, 
providing  the  fluid  intake  is  sufficient  to  prevent  dehydration. 

Observations, 

Case  I  (Text-fig.  i)  provided  opportunity  for  making  repeated 
observations  during  the  course  of  acute  nephritis,  occurring  as  a 
sequel  of  pneumonia  and  empyema.  Besides  fluid  intake  and  output, 
weight,  concentration  of  albumin  in  the  urine,  systolic  and  diastolic 
blood  pressure,  P-R  time  measured  electrocardiographically,  pulse 
rate,  and  temperature,  Text-fig.  i  illustrates  the  findings  as  regards 
urea  and  chloride  excretion,  with  occasional  observations  on  the  rate 
of  excretion  of  phenolsulphonephthalein.  The  concentration  of 
urea  in  the  blood  and  the  rate  of  excretion  are  shown,  together  with 
the  index  of  urea  excretion,  calculated  as  above  indicated.  It  will 
be  seen  that  during  the  first  two  months  of  the  disease,  though  the 
level  of  the  blood  urea  fluctuated  considerably,  due  to  changes  in  the 
nitrogen  intake,  the  index  remained  remarkably  constant  at  6  to 
8.  The  first  fall  in  blood  urea  followed  an  initial  restriction  of 
diet,  and  was  accompanied  by  a  proportionate  decrease  in  the  rate 
of  excretion.  As  the  nitrogen  intake  increased,  the  blood  urea  rose 
steadily,  reaching  a  level  of  1.3  grams  per  liter  and  maintaining  this 
level  for  some  time.  The  rate  of  excretion  at  the  same  time  in- 
creased proportionately,  so  that  the  index  remained  constant.  When 
functional  improvement  did  occur  it  was  accompanied  by  a  rapid 
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fall  in  the  blood  urea,  and  an  increase  in  the  index  toward  normal. 
The  rate  of  excretion  during  and  following  this  fall  remained  prac- 
tically the  same  as  when  the  high  concentration  of  urea  in  the  blood 
was  foimd.  The  maintenance  of  a  constant  relationship  of  rate  of 
excretion  to  the  concentration  in  the  blood,  at  6  to  8  per  cent  of 
normal,  under  fluctuating  conditions  of  nitrogen  intake,  indicates 
that  the  process  of  excretion  was  being  carried  out  under  laws  just 
as  definite  as  those  governing  the  normal  excretion.  During  this 
period  the  actual  rate  of  excretion  maintained  was  as  high  as  later 
in  the  disease  when  the  conditions  were  more  nearly  normal.  Dur- 
ing recovery  the  only  changes  were  the  fall  in  concentration  of  urea 
in  the  blood  and  the  rise  in  the  value  of  the  index.  One  must  con- 
clude, therefore,  that  the  high  concentration  of  urea  in  the  blood 
was  maintained  in  order  to  compensate  for  the  difficulty  in  passing 
through  a  damaged  outlet  in  the  form  of  kidneys  which  were  func- 
tionating at  a  rate  only  6  to  8  per  cent  of  normal.  When  functional 
conditions  improved,  it  was  no  longer  necessary  to  maintain  the 
concentration  of  urea  in  the  blood  at  so  high  a  level,  and  it  promptly 
fell  to  within  normal  limits.  The  relation  of  the  rate  of  phthalein 
elimination  to  the  urea  index  is  shown  in  this  case.  Both  increased 
at  the  same  time,  the  increase  being  parallel.  The  failure  of  the 
index  to  reach  the  normal  figure  for  some  time,  in  spite  of  the 
fact  that  the  blood  urea  was  within  normal  limits,  shows  that 
the  blood  urea  figure  alone  was  not  sufficient  in  this  case  to  indicate 
the  functional  disturbance  which  still  existed. 

Text-fig.  I  also  shows  the  rate  of  chloride  excretion,  maintained 
at  a  low  level  by  a  salt-poor  diet;  the  theoretical  concentration  of 
sodium  chloride  in  the  plasma,  calculated  from  the  rate  of  excretion 
from  the  formula  given  above;  and  the  concentration  of  sodium 
chloride  found  in  the  plasma  by  analysis.  A  marked  discrepancy 
is  seen  between  the  actual  and  calculated  concentrations  of  sodium 
chloride  in  the  plasma,  the  former  being  always  higher,  and  reach- 
ing at  one  time  a  level  of  over  7  grams  per  liter.  A  return  of  the 
plasma  chlorides  toward  the  theoretical  concentration  was  much 
slower  than  the  fall  in  blood  urea,  and  confirms  previous  experience 
that  chloride  function  may  be  disturbed  for  some  time  after  ap- 
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parent  recovery.  The  case  also  shows  the  independence  of  the  urea 
and  chloride  functions,  since  the  urea  function  improved  so  rapidly 
some  time  before  any  change  in  the  chloride  relations  was  visible. 

Drug  experiments  in  this  case  were  entirely  negative.  Edema 
was  present  at  the  start,  but  disappeared  rapidly  under  free  catharsis 
and  sweat  baths.  The  course  of  the  edema  is  indicated  by  the 
weight  chart.  The  later  increase  in  weight  was  a  healthy  increase 
and  was  not  accompanied  by  any  edema. 

Case  II  (Table  I)  is  one  of  acute  nephritis  following  pneu- 
monia, similar  to,  but  much  milder  than,  the  previous  one.  The 
urea  index  remained  fairly  constant  at  about  75  for  a  time,  and 
then  rose  to  a  point  considerably  higher  than  normal.  The  chloride 
excretion  followed  a  similar  course,  the  concentration  of  sodium 
chloride  found  in  the  plasma  being  higher  than  the  theoretical  con- 
centration during  the  first  stage,  and  lower  during  the  stage  in  which 
the  urea  index  was  high.  This  represents  a  stage  of  vascular 
irritability,  which  has  been  described  qualitatively  by  Schlayer 
(7)  and  others,  but  this  method  offers  a  means  of  measuring  such 
changes  quantitatively.  Recovery  in  this  case  is  accompanied  by  a 
return  of  both  urea  and  chloride  functions  toward  normal. 

TABLE  I. 
Case  II. 


i 

i 

Urea. 

Sodium  chloride. 

Urine  findings. 

Date 
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1^' 
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a 
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urine 

hrs. 
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urine 

hrs. 

cu- 
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fer- 

CQ 

^ 

w 

:3 

Ur. 

c. 

D. 

I. 

c. 

D. 

lated. 

tual. 

ence. 

\  kilos 

cc. 

1 

1 

Mar.    9  '  51.0 

1,100 

0.562  26.2 

28.8 

83 

0.9 

0.99 

5.69 

5.60 

-.09 

+  +H.T.* 

+  +  + 

"     10  1  51.0  2,070 

0.577  20.9 

43.3 

104 

0.7 

1.5 

5.70 

5.65 

-05 

"      II    51.0  |i,i95|0.627  27.0 

32.3 

75 

0.6 

0.7 

5.67 

5.81 

+.14 

0 

F.T. 

+ 

"      12 

51.0 

i.200|0.SS7,23.3 

28.0 

77 

2.0 

2.4 

5.75 

5.97 

+.22 

"      13 

51.0 

1,600 

0.506,16.4 

26.3 

71 

5.2 

8.3 

592 

6.15 

+.23 

0 

V.F.T. 

+ 

"      18 

51.0 

2,034 

0.547,15.35 

31.2 

72 

9.3 

18.9 

6.14 

6.17 

+.03 

V.F.T.  Few. 

••     22 

53.0 

1,500 

0.557  17.I 

26.6 

58    8.3 

12.5 

6.02 

6.08 

+  .06 

V.F.T. 

*• 

"     26 

53.8 

1.440 

0.457  16.3 

23.4 

75  10.9 

15.7 

6.10 

6.06 

-.04 

V.F.T. 

+  + 

Apr.     2 

56.0 

6.000 

0.321    9.0 

54.0 

250    7.3 

43.8 

6.33 

6.03 

-.30 

V.F.T. 

+  + 

9 

56.2 

6,300 

0.308  lO.O 

63.0' 330    9-8 

61.8 

6.52 

6.21 

-.31 

V.F.T. 

+ 

May  30 

57.0  1.500I0.2S0  15.9 

23.8  240  13.5 

20.'2 

6.17 

6.19 

+.02' 

V.F.T.|Few. 

♦In  Table  I,  H.T.  signifies  heavy  trace;  F.T.,  faint  trace;  and  V.F.T.,  very 
faint  trace. 
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Case  II. — (Table  I.)  D.  C,  male,  aged  i6.  Diagnosis,  lobar  pneumonia, 
acute  nephritis.  Admitted  Mar.  8,  1915,  on  6th  day  of  pneumonia.  Temperature 
105.5°  F-  Consolidation  posteriorly  in  right  lower  lobe.  Blood  pressure  112 
systolic,  60  diastolic.  Mar.  10.  Crisis,  followed  by  rapid  disappearance  of  phys- 
ical signs  of  consolidation.  No  edema  at  any  time ;  no  further  abnormal  physical 
signs,  except  for  slight  pallor.  Mar.  26.  Discharged  from  hospital,  feeling  well 
except  for  slight  weakness.  Blood  pressure  102  systolic,  60  diastolic.  May  30. 
Patient  has  been  working  for  a  month;  feels  perfectly  well.  Blood  pressure 
108  systolic,  70  diastolic 

In  Case  III  (Table  II)  enormous  pressure  was  required  in  order 
to  induce  the  necessary  rate  of  excretion  of  urea  and  sodium  chlo- 
ride. The  close  agreement  of  the  urea  index  with  the  rate  of 
phthalein  excretion  is  also  seen  in  this  case. 

Attention  has  been  called  by  Widal  and  Javal  (8),  and  more  re- 
cently by  Folin,  Denis,  and  Seymour  (9),  and  by  Frothingham 
and  Smillie  (10)  to  the  reduction  in  blood  urea  or  blood  nitrogen 
brought  about  by  giving  a  low  protein  diet.  They  state  that  in 
cases  with  high  blood  nitrogen,  such  as  in  this  case  (Case  III,  Table 
II),  no  marked  reduction  occurs  on  a  nitrogen-poor  diet.  That  any 
considerable  reduction  is  difficult  in  a  case  such  as  this  may  be  shown 
mathematically.  Were  this  patient  to  attain  a  blood  urea  figure 
of  0.42  grams  per  liter,  that  is  to  say,  one  within  normal  limits, 
the  total  urea  excretion  per  twenty-four  hours  in  i  liter  of  urine 
would  be  I  gram,  the  index  remaining  at  1.2.     The  formula  would 

then  read  Index  =  —  -  — -, r^=i.2.     As  the  concentration 

42.1  X  (0.420)2 

of  urea  is  practically  the  same  in  all  the  tissues  as  in  the  blood, 
before  the  concentration  of  over  2  grams  per  liter  could  be  reduced 
to  0.42  grams  per  liter  this  patient  would  have  to  excrete  nearly  80 
grams  of  urea  already  in  the  body.  As  the  rate  of  excretion  would 
diminish  in  proportion  to  the  square  of  any  diminution  in  the  con- 
centration in  the  blood,  it  would  require  an  infinite  time  for  the 
blood  urea  figure  to  reach  the  low  level,  even  if  the  diet  could  be 
kept  so  that  only  i  gram  of  urea  were  formed  daily.  The  prac- 
tical impossibility  of  reaching  such  a  result  is  obvious.  The  com- 
parative ease  with  which  a  patient  with  an  index  of  urea  excretion 
more  nearly  normal  would  reach  a  blood  urea  figure  within  normal 
limits  when  on  a  low  nitrogen  diet  may  easily  be  seen. 
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Case  III. — (Table  II.)  J.  O.  S.,  male,  aged  13.  Diagnosis,  chronic  nephritis, 
mitral  stenosis.  Admitted  Jan.  19,  1915,  with  generalized  edema,  dyspnea,  fre- 
quent nausea,  and  vomiting.  Blood  pressure  185  systolic,  135  diastolic  Urine 
clear,  straw  colored,  specific  gravity  1008,  add,  no  sugar.  Albumin,  6.5  gm.  per 
liter  (Esbach).  Many  large  granular  casts,  hyalin  and  epithelial  casts,  epithelial 
cells,  and  leucocytes.  No  red  cells.  Eye  grounds  normal.  Jan.  20.  Phenol- 
sulphonephthalein,  2  per  cent  excreted  in  2  hours.  Jan.  26.  Left  hospital  un- 
improved.   Died  one  month  later. 

TABLE  II. 
Case  III. 


i 

;r 

Urea,                                                 Sodium  chloride. 

Date 

(X9«5). 

r 

9«-  Pf  Gm.  Der 

^            '      .       J„            ,^               Gm.  per  liter  of  plasma. 
Gm.  per  Index  of  Gm.  ner  Gm.  neri             "^                   '^ 

liter  of 

blood 

Ur. 

liter  of 
urine  C. 

34hrs. 
D. 

excre- 
Uonl. 

liter  of     2a  hr».  ;  ^  , 

Aaual.'   ence. 

Jan.  20... 
**     22... 

kilos 
42.1 

42.1 

CC. 
889 
960 

2.147 
2.203 

8.8 
9.37 

7.82 
9.0 

I.O 
1.2 

1.5    1.33   5.71 

2.0        1.92   1   5-75 

6.55    ,   +.84 
6.59  !  +.84 

Case  IV  (Text-fig.  2)  illustrates  an  actual  accumulation  of  urea 
and  chlorides,  due  to  restriction  of  fluids  while  on  a  full  diet.  That 
the  power  of  excreting  substances  in  high  concentration  in  the  urine 
is  diminished  in  certain  forms  of  nephritis  is  well  recognized.  It 
is  quite  apparent  that  a  fluid  output  insufficient  to  carry  off  the 
waste  products  formed  will  lead  to  actual  accumulation  of  these 
products  in  the  body.  This  condition  is  manifested,  in  the  case 
presented,  by  the  increasing  urea  and  chloride  content  of  the  blood 
and  the  diminishing  index  of  urea  excretion.  When  the  fluid  in- 
take is  increased,  urea,  chlorides,  and  index  return  rapidly  to  their 
former  state.  This  case  also  illustrates  the  necessity  of  careful 
control  of  the  fluid  intake  in  any  experiments  on  nitrogen  or  chlo- 
ride balance.  That  a  washing  out  of  urea  and  chlorides  occurs  in 
both  normal  and  pathological  individuals  with  a  high  fluid  output 
is  recognized  and  expressed  in  the  formulas.  Any  experiment  aim- 
ing to  determine  the  balance  between  nitrogen  or  chloride  intake 
and  output,  which  does  not  take  the  fluid  output  into  account,  is 
apt  to  be  misleading. 

Conditions  similar  to  those  occasioned  by  disturbance  of  fimction 
due  to  renal  disease  may  also  be  found  in  heart  failure,  with  passive 


Digitized  by 


Google 


Franklin  C.  McLean. 


375 


congestion  of  the  kidneys.  In  case  the  circulation  alone  is  at  fault 
the  conditions  return  to  normal  when  the  congestion  is  relieved  by 
digitalis  or  otherwise. 


RA.  MALE    39  YRSi  CHRONIC  NEPHRITIS 
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Text-Fig.  2.  Case  IV.  Chronic  nephritis.  Blood  pressure  185  systolic,  130 
diastolic.  Urine  clear,  amber,  specific  gravity  1023,  acid,  no  sugar,  albumin  2 
gm.  per  liter  (Esbach).  Numerous  hyalin,  few  granular  casts.  Red  blood  cells 
and  white  blood  cells.  Mar.  23  to  Apr.  2.  Fluids  restricted,  food  and  salt  ad 
libitum.    After  Apr.  2  fluids  increased  and  food  and  salt  restricted. 

Case  V  (Table  III)  illustrates  the  findings  in  a  typical  case  of 
heart  failure  with  passive  congestion  of  the  kidneys,  which  was 
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restored  to  a  functionally  normal  state  by  digitalis.  During  the 
condition  of  passive  congestion,  as  evidenced  by  cyanosis,  edema, 
and  albuminuria,  the  blood  urea  was  high,  the  urea  index  low,  and 
the  plasma  chlorides  high  in  relation  to  the  rate  of  excretion. 
Under  the  action  of  digitalis  the  blood  urea  fell,  the  index  rose  to 
normal,  and  the  plasma  chlorides  fell  until  the  concentration  agreed 
with  the  theoretical  concentration  as  calculated  from  the  rate  of 
excretion.  The  urine  became  albumin-free  and  no  casts  were  to  be 
found,  indicating  complete  relief  from  the  congestion  which  had 
caused  disturbed  function. 

Case  V. — (Table  III.)  M.  H.,  male,  aged  53.  Diagnosis,  aortic  and  mitral 
insufficiency,  cardiac  failure,  passive  congestion  of  kidneys.  Admitted  Jan.  2, 
191 5»  with  dyspnea,  cyanosis,  edema  of  extremities.  Blood  pressure  143  systolic, 
no  diastolic.  Urine  dark  amber,  cloudy,  specific  gravity  1027,  acid,  albumin 
+  +  +,  numerous  hyalin  and  granular  casts.  Jan.  8.  Condition  unchanged  by 
rest  in  bed;  digitalis  therapy  started  (digipuratum  o.i  gm.,  4  times  daily).  Jan. 
12.  Patient  much  more  comfortable,  edema  disappearing,  fluid  output  in  excess 
of  intake.  Jan.  17.  Digitalis  discontinued;  total  2.9  gm.  Jan.  19.  No  edema, 
or  dyspnea.  Urine  albumin-free,  no  casts.  Blood  pressure  120  systolic,  75 
diastolic.     Patient  continued  in  good  condition  up  to  time  of  discharge  on  Apr.  11. 

TABLE  III. 
Case  V, 


1 

e 

Urea.                  j 

Sodium  chloride. 

e* 

Date 

U 

1. 

il 

Gm.  per  94 

Index  of 
excretion  I. 

Gm.  per  liter 
of  urine  C. 

Gm.  per  34 
hrt.  D. 

Gm.  per  liter  of 
plasma. 

Medication. 

<«9«5). 

0, 

1% 

c3i 

< 

^  kilos 

cc. 

1 

Jan.!   4.. 1  83.1 

500 

0.567 

27.3 

13.65,    24 

3.3 

1.6515.71 

5.84 

+.13 

i.S 

J**        8..,  77.0 

4200.597 

30.8 

12.94;    25 

3.35 

I.41 

5.70 

6.IS 

+.45 

0.5 

1  "      12..  74.0 

3,02o'o.3Si 

ii.84'3S.7  ii30|  8.9 

26.9 

6.07 

6.12 

+.05 

0.25 

Digitalis. 

"    is.j 73.0 

"      27..,  71.0 

1. 1900.356 

20.7 

24.7  iiool  6.9 

,    8.21 

5.88 

5.91 

+.03 

0 

*« 

1,620  0.328 

15.7 

25.5  jiioi  7.7 

12.5 

S.96 

5.8s 

-.11 

0 

Feb.  16.. 1  73.2 

1,000  0.286 

16.42  16.42I100I12.4 

12.4 

5.99 

S.96 

-.03 

0 

Case  VI  (Table  IV)  is  a  case  of  heart  failure  in  which  actual 
accumulation  of  urea  and  chlorides  in  the  blood  occurred.  This  is 
evidenced  by  the  very  rapid  rise  in  the  concentration  of  both  urea 
and  chlorides  in  the  blood,  without  any  increased  rate  of  excretion. 
This  picture,  with  its  rapidly  diminishing  urea  index,  is  quite  dif- 
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ferent  from  that  presented  by  Cases  I  and  III,  in  which  a  persist- 
ently high  blood  urea  was  accompanied  by  a  constant  value  for  the 
index. 


Case  VI. — (Table  IV.)  A.  W.,  female,  aged  13.  Diagnosis,  mitral  insuffi- 
ciency, auricular  fibrillation,  cardiac  failure,  death.  First  admitted  Apr.  17, 
1913.  Last  admission,  Dec.  3,  1914,  with  edema,  dyspnea,  and  cyanosis.  Urine 
amber,  cloudy,  specific  gravity  1030,  acid,  albumin  +  +  +,  few  granular  casts. 
Blood  pressure  120.  Dec.  12.  Phenolsulphonephthalein,  68  per  cent  excreted  in 
2  hours.  Patient's  condition  failed  to  improve  materially  under  digitalis,  and 
about  Dec  28  she  became  decidedly  worse,  gradually  stuporous,  and  more  cya- 
notic. Edema  rapidly  disappeared  during  last  few  days,  and  blood  contained  a 
very  high  proportion  of  cells  and  a  low  percentage  of  plasma.  Jan.  10.  Died, 
after  having  been  unconscious  two  days.  Autopsy  revealed  enormously  enlarged 
and  dilated  heart,  with  lesion  of  mitral  valve.  The  kidneys  were  those  of  passive 
congestion. 

TABLE  IV. 
Case  VI.      ■ 


i                         Urea. 
2- 

Sodium  chloride.                     Urine 

•*       1                1 

1                                       1    albu- 

Date 

(1914). 

^ 

V       1                1 

a  M    Gm.  periGm.  per  ^ 

gi  !  liter  of  1  liter  of   Gm.  per 

Index 
of  ex- 
cre- 
tion I. 

Gm. 

per 
liter  of 
urine 

C. 

Gm. 
per 

Gm.  per  liter  of 
plasma. 

mm, 
gm.  per 

liter 

(Es- 
bach). 

i 

blood       urine    i  ^4  hrs. 
Ur.           C.            ^^ 

24hrB. 
D. 

Calcu- 
lated. 

Ac-      Differ- 
tual.       ence. 

1 

kilos 

cc.  1             1 

Dec.  12  . . . 

37.9 

68o|  0.460  1  23.75     16.15 

88 

7.0 

4.75 

5.90 

6.15 

+  .25 

"     21  . . . 

38.8 

540,  0.432  1  22.05     11.9 

70 

3-3 

1.8 

5.76 

5-95  1+  .19 

3.0 

(1915) 

1 

Jan.     5    . . 

37.0 

1,850  0.837     1113  1  20.6 

24 

2.4 

4.44 

5.83 

7.24 

+  1.41      1.5 

7  .  • . 

32.0 

1,000   1.38       12.25  1  12.25 

6 

3.7 

3.7 

5.85 

7.85 

+2.00 

2.5 

**        8  .  .  . 

30.0 

500i  2.18 

17.85        892 

2 

I.I 

0.55 

5.69 

8.44  1+2.75 

0.5 

9    ■ . 

2.70 

1 

8.24 

'*      10  .  . . 

3.36 

1 

O.I 

We  may  summarize  the  findings  in  cases  with  retention  as  fol- 
lows. In  individuals  with  defective  elimination  of  urea  or  chlo- 
rides, an  increased  concentration  of  these  substances  in  the  blood  is 
required  to  compensate  for  the  faulty  excretion.  Under  the  con- 
ditions of  increased  concentration  in  the  blood,  the  actual  rate  of 
excretion  and  the  balance  between  intake  and  output  may  be  quite 
as  good  as  in  a  perfectly  normal  individual.  The  increased  concen- 
tration in  the  blood  is  not  to  be  regarded  as  an  accumulation  unless 
the  concentration  in  the  blood  is  increasing  and  is  associated  with  a 
diminished  elimination.     In  any  given  case  the  index  of  urea  ex- 
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cretion  measures,  in  its  relation  to  normality,  the  rate  of  excretion 
under  the  conditions  found.  Increased  chloride  concentration  in  the 
plasma  is  shown  by  comparing  the  amount  actually  found  with  the 
theoretical  concentration,  calculated  from  the  rate  of  excretion. 
The  concentration  in  the  blood  and  the  rate  of  excretion  of  urea  and 
chlorides  depend  not  only  on  the  nitrogen  and  chloride  intake,  but 
on  the  fluid  intake  and  output.  Deficient  elimination  due  to  passive 
congestion  may  be  restored  to  normal  if  the  circulatory  failure  is 
relieved. 

The  Chlorides  in  Pneumonia, 

That  the  chloride  retention  in  pneumonia  is  associated  with  a 
diminished  chloride  content  in  the  blood  has  been  shown  by  Pea- 
body  ( 1 1 )  and  others.  Peabody  has  also  shown  that  the  concen- 
tration of  chlorides  in  the  blood  increases  at  the  time  excretion  be- 
gins. This  is  directly  opposed  to  the  condition  in  nephritis,  where 
chloride  retention  is  usually  associated  with  a  high  chloride  content 
in  the  plasma,  and  suggests  at  once  that  the  chloride  retention  occur- 
ring in  pneumonia  and  other  fevers  is  not  due  to  a  failure  on  the 
part  of  the  kidneys  to  excrete  chlorides,  as  some  writers  still  hold 

(12). 

We  have  examined  the  chloride  content  of  the  plasma  and  its 
relation  to  the  rate  of  chloride  excretion  in  60  observations  in  13 
cases  of  lobar  pneumonia,  and  have  found  that  the  failure  to  ex- 
crete chloride  during  the  acute  stage  of  the  disease  is  almost  always 
associated  with  a  concentration  of  sodium  chloride  in  the  plasma 
below  5.62  grams  per  liter  (the  normal  threshold).^  One  must 
believe  that  this  is  the  cause  of  failure  to  excrete  chlorides,  since 
excretion  begins  with  a  rise  in  the  chloride  content  of  the  plasma. 

Case  VII  (Text-fig.  3)  illustrates  the  findings  regarding  chloride 
excretion  in  a  typical  case  of  uncomplicated  pneumonia.  During 
the  acute  stage  of  the  disease,  when  only  a  very  small  amount  of 
chlorides  appeared  in  the  urine,  the  plasma  content  of  sodium  chlo- 
ride was  considerably  below  5.62  grams  per  liter.  At  the  crisis  the 
plasma  chlorides  rose  abruptly,  and  excretion  began  and  continued 

1  Similar  findings  have  been  reported  by  J.  Snapper  (Deutsch.  Arch.  f.  klin. 
Med.,  1913,  cxi,  429)  in  5  observations  during  the  chloride  retention  of  pneumonia. 
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Text-Fig.  3.    Case  VII.    Uncomplicated  lobar  pneumonia,  with  recovery. 
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.in  proportion  to  the  concentration  in  the  plasma.  That  the  low  rate 
of  excretion  of  chlorides  in  pneumonia  is  not  due  to  chloride  star- 
vation has  been  repeatedly  shown  (ii).  That  the  low  chloride 
content  of  the  plasma  is  not  due  to  low  intake  is  shown  by  the 
rapid  rise  in  Case  VII  at  the  time  of  crisis,  without  any  increase  in 
Ithe  chloride  intake.  While  the  finding  of  a  low  concentration  in 
'the  plasma  shows  that  the  kidneys  are  not  responsible  for  salt  re- 
jtention  in  pneumonia,  it  does  not  explain  the  mechanism  of  the 
retention,  which  requires  further  investigation. 


The  Chloride  Threshold  in  Fever, 

! 

;    We  have  calculated  the  threshold  in  cases  with  fever  from  the 
formula  used  in  normal  individuals  ( i )  : 


Threshold  =  Plasma  NaCl  —  \j  Gm.  NaCl  per  24  hrs.  VGm.  NaCl  per  liter  of  urine 

^  4.23  X  Wt.  in  kilos 

For  the  most  part  the  threshold,  as  calculated  by  this  formula,  is 
Actually  lowered  during  the  chloride  retention  of  pneumonia,  the 
average  threshold  in  our  cases  being  5.42  as  opposed  to  the  normal 
threshold  of  5.62  grams  of  sodium  chloride  per  liter  of  plasma. 
That  a  similar  condition  occurs  in  other  fevers  is  shown  by  Case 
VIII  (Table  V). 

Case  VIIL — (Table  V.)  B.  G.,  female,  aged  20.  Diagnosis,  acute  rheumatic 
fever.  Admitted  Nov.  20,  1914.  Nov.  27.  Pain  and  swelling  in  joints.  Tem- 
perature 103**  F.  Urine  amber,  cloudy,  specific  gravity  1019,  alkaline,  faint  trace 
of  albumin,  no  casts,  few  leucoc3rtes. 


TABLE  V. 
Case  VIIL 


Weight. 

Urine  per 
24  hn. 

Sodiom  chloride. 

Date  (29x4). 

Gm.  per 
liter  of 
urine  C. 

Gm.  per 

34  hrs. 

D. 

Gm.  per  liter  of  plasma. 

Calcu. 
lated. 

Actual. 

Differ- 
ence. 

Thresh- 
old. 

Nov.  27 

kilos 
60.0 

CC. 
1.285 

2.8 

5.1 

5.80 

5.54          -.26         S.36 

In  some  instances  the  threshold  was  never  materially  lowered,  but 
in  no  case  was  it  appreciably  raised  during  the  acute  stage  of  the  dis- 
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ease.  In  one  case  of  chronic  interstitial  nephritis,  dying  of  pneu- 
monia, with  high  blood  urea,  the  chloride  threshold  was  con- 
siderably lowered.  In  one  case  it  was  raised  temporarily  during 
convalescence.  As  a  rule,  a  lowered  threshold  returns  to  normal 
at  the  time  excretion  begins.  One  case  showed  a  threshold  still 
lowered  at  the  time  of  discharge  from  the  hospital,  after  complete 
recovery. 

The  findings  regarding  chlorides  in  pneumonias  and  other  fevers 
may  be  summarized  as  follows :  Chloride  retention  in  pneumonia  is 
associated  with  a  lowered  concentration  of  chlorides  in  the  plasma, 
and  failure  of  excretion  is  apparently  due  to  this  cause.  The 
threshold  is  often  considerably  lowered  during  fever,  and  usually 
returns  to  normal  after  the  temperature  becomes  normal.  A  raised 
threshold  has  not  been  observed  during  acute  fever. 

The  Chlorides  in  Diabetes  (ij). 

In  78  observations  in  28  cases  of  diabetes  mellitus,  mainly  se- 
vere cases,  we  have  found  in  a  majority  a  lowering  of  the  chloride 
threshold.  Such  a  condition  is  shown  in  Case  IX  (Text-fig.  4). 
In  this  case,  under  varying  conditions  of  diet,  excretion  of  sugar, 
and  concentration  of  sugar  in  the  blood,  the  plasma  chlorides  re- 
mained proportionately  very  low,  corresponding  to  a  threshold  of 
about  5.12  instead  of  5.62  grams  of  sodium  chloride  per  liter  of 
plasma.  Only  when  the  patient  developed  an  edema,  such  as  that 
to  which  diabetics  are  subject,  did  the  plasma  chlorides  show  a  rela- 
tive increase,  returning  to  their  previous  relationship  to  the  rate 
of  excretion  with  the  disappearance  of  the  edema. 
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Text- Fig.  4.  Case  IX.  Oct.  7.  Urine  clear,  amber ;  sugar,  75  gm.  in  twenty- 
four  hours;  albumin  o;  casts  o.  Ferric  chloride  reaction  heavy.  Fasted  Oct 
12  to  18,  with  whiskey.  No  alkalis.  Oct.  18.  Sugar  0 ;  albumin  o.  Ferric  chlor- 
ide reaction  very  faint.  Urine  remained  sugar- free,  with  the  exception  of  occa- 
sional traces  when  the  increase  in  diet  was  not  tolerated.  Nov.  i.  Well  marked 
edema  of  both  feet  and  ankles,  which  remained  until  Nov.  11.  Urine,  albumin 
o,  no  casts.    Had  similar  edema  at  subsequent  times. 

Case  X  (Table  VI)  illustrates  the  findings  in  a  typical  case  with 
constantly  lowered  threshold.  In  this  case  the  actual  concentration 
of  sodium  chloride  in  the  plasma  is  almost  invariably  below  5.62 
grams  per  liter,  the  normal  threshold. 

The  average  of  the  threshold  calculated  by  the  above  formula  in 
78  observations  in  diabetics  is  5.34,  in  contradistinction  to  the  aver- 
age of  5.61  +  grams  in  all  normal  individuals.  Up  to  the  present 
time  we  have  not  succeeded  in  associating  this  change  in  chloride 
threshold  and  excretion  with  any  other  peculiarities  of  individual 
cases  of  diabetes.     It  seems  to  bear  no  relation  to  the  amount  of 
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sug^r  excreted  nor  to  acidosis.     It  seems  to  occur  most  commonly 
in  the  more  severe  cases,  but  has  also  been  seen  in  milder  cases. 

Case  X. — (Table  VI.)     J.  U.,  male,  aged  44.    Diagnosis,  diabetes  mellitus. 

TABLE  VI. 
Case  X. 


^ 

Sodium  chloride. 

i 

i 

1 

1 

0 

I>ate  (19x4). 

l-j 

1°: 

Gin.  per  liter  of 
plasma. 

1 

Diet  per  34  hrs. 

^ 

3?; 

g 

03    U 

1 

1^ 

Carbohy- 

Total 

kilos 

£ 

J-s    0 

c3J 

< 

aS|H 

^ 

b. 

drate. 

calories. 

cc. 

'    1 

1             1    ^• 

gm. 

r>ec.     3. . 

450 

860 

1.9    1.63 

5.73i  5.00 

1 

-.73 

4.^91  2.73 

+  +  + 

Fasting  with 
alcohol  3d  day. 

7.. 

45.0 

655 

3.4      1.6 

5.73I 

5.08 

-.65 

4.97J  0 

+ 

0 

637 

(I9I5) 

1 

1 

Jan.      6.. 

41.3 

1.850 

n.13 

20.6    6.23 

535 

-.88 

4.74  0 

+ 

0 

466 

May     4.. 

42.6 

950 

lO.I 

9.6 

6.03'  5.87 

-.16 

5.46 

0 

+ 

40.1 

343.5 

7.. 

44.0 

800 

9.8 

7.85 

5.98,  5-22 

-.76 

4.86 

0 

+ 

70 

600. 5 

12.. 

44.0 

1.320 

9.2 

12. 1 

6.06 

5.48 

-.58  S.04 

Trace 

+ 

10 

553 

•'       13.. 

43.8 

1. 590 

9.4 

14.9 

6.12 

5.60 

-.525.IP 

0 

+ 

20 

929 

"       18.. 

440 

69o|io.o 

6.9 

5.96 

5.40, -.50;  5. M 

Trace 

+ 

15.1 

1,526.9 

22.. 

44.0 

700;  14.3 

lO.O 

6.07 

5.70  -.37  5.251  0 

+ 

0 

1.427 

June     2. . 

43.0 

800'  9.5 

7.6 

5.98'  5.421  -.56  5.06I  0 

+ 

0 

1,962 

The  Influence  of  Drugs  on  Excretion  of  Urea  and  Chlorides, 

Study  of  the  effects  of  drugs  has  so  far  been  confined  mainly  to 
the  action  of  digitalis.  We  have  found,  in  the  majority  of  cases 
examined,  a  lowering  of  the  chloride  threshold  as  the  result  of 
giving  digitalis,  both  in  individuals  with  normal  excretion  and  in 
cases  with  passive  congestion.  The  threshold  may  be  brought  merely 
to  normal,  as  in  Case  V  (Table  III),  or  it  may  be  brought  tempo- 
rarily far  below  normal,  as  in  Case  XII  (Table  VII). 

Case  XII. — (Table  VII.)  G.  M.,  male,  aged  50.  Diagnosis,  cardiac  hyper- 
trophy, auricular  fibrillation.  Patient  has  been  under  observation  since  May  19, 
1914.  Rate  remains  slow  and  patient  feels  well  when  taking  digitalis,  but  rate 
becomes  rapid  and  dyspnea  and  edema  appear  when  digitalis  is  omitted.  Oct  5, 
1914.  Patient  has  had  no  digitalis  since  Sept.  27.  Pulse  rate  gradually  increas- 
ing. Urine  clear,  amber,  specific  gravity  1025,  neutral,  albumin  0.25  gm.  per 
liter  (Esbach),  no  casts  found.  Oct.  16.  Marked  dyspnea,  face  puflFy,  heart 
rate  rapid.  Output  of  fluid  has  diminished  and  weight  increased.  Digitalis 
started.    Oct  23.    Fluid  output  increased  and  patient  much  better.    No  edema. 
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Nov.  2.    Patient  feels  well;  rate  remains  slow.    Two  similar  series  of  observa- 
tions have  since  been  made  on  the  same  patient 

TABLE  VII. 
Case  XI J. 


Urine  per  34  hrs. 

Urea.                                 Sodium  chloride. 

Phthalein  excreted. 

Date 

i 

1 

0 

ll 

V 

0 

Gm.  per  liter  of 
plasma. 

w       1       .• 

(i9M). 

< 

58 

•s 

1 

Oct.     5-. 
••       16.  . 

kilos 

71.0 
73-0 

7600.400.18.2 
685  0.500  26.82 

13.85 
18.37 

21.0 
22.9 
22.3 

1 

53    130 

47  1    5.1 

9.8 
3.5 

16.0 
20.7 
19.1 

5.96 
5.78 

6.11 
5.97 

+.15 
+.19 

-.52 
0 

+.01 

per     per  \  per 

cent  ^  cent  :  cent 

38       30       68 

Medication. 

"      23.. 

"        26.. 
Nov.    2 .  . 

72.6 

72.0 

72.4 

1,600 
1.680 
1.580 

0.352 13.15 
0.358 13-68 
0.396' 14.02 

76 
82 
66 

lO.O 

12.3 

12. 1 

6.03 
6.11 
6.09 

5.51 
6.11 
6.10 

Digitalis. 

Urea  excretion  is  increased  after  passive  congestion  is  relieved  by 
digitalis,  but  digitalis  seems  to  have  no  specific  direct  effect  on  urea 
excretion.  Case  XI  (Text-fig.  5)  shows  the  effect  of  both  digitalis 
and  theocin,  as  separate  observations  on  the  same  individual.  Both 
the  chloride  and  urea  findings  are  illustrated,  as  in  Text-fig.  i.  Ex- 
cept for  the  temporary  fall  in  the  urea  index  at  first,  caused  by 
insufficient  fluid,  the  index  remains  practically  unchanged,  and 
shows  no  response  to  drug  therapy.  The  constantly  low  index  is 
apparently  due  to  a  disttu-bance  in  function  due  to  chronic  nephritis, 
with  hypertension.  When  admitted,  the  patient  was  under  the  in- 
fluence of  large  doses  of  infusion  of  digitalis,  and  the  plasma  chlo- 
rides were  very  low,  the  concentration  being  below  the  normal 
threshold.  As  the  influence  of  digitalis  disappeared,  the  plasma 
chlorides  rose  rapidly,  edema  appearing  and  increasing  with  the 
increase  in  plasma  chlorides.  Diuresis  with  theocin  increased  the 
chloride  excretion  and  brought  down  the  plasma  chlorides  tempo- 
rarily to  the  theoretical  concentration.  Conditions  rapidly  returned 
to  the  previous  state,  until  digitalis  was  again  administered.  At 
this  time  the  plasma  chlorides  did  not  fall  to  the  previous  low  level, 
though  they  responded  to  digitalis  therapy  with  a  decrease  in  concen- 
tration, approaching  but  not  reaching  the  theoretical  concentration. 
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TEXT-Fia  5.  Case  XL  Chronic  nephritis,  hypertension,  and  cardiac  failure.  Urine  clear, 
amber,  specific  gravity  1007,  acid,  albumin  heavy  trace,  numerous  hyalin  and  granular  casts. 
Admitted  under  influence  of  infusion  of  digitalis.  Later  treated  with  theocin  and  with  digi- 
puratum. 

Tns  JouKMAL  OF  ExpBBiMBNTAL  Mbdxcxnb,  Vol.  XXII,  No.  3.  (McLcaii:  Laws  Governing  Rate  of  Excretion  in  Man.) 
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Edema,  however,  disappeared  and  the  patient  gave  other  evidences 
of  a  favorable  reaction  to  digitalis.  Since  this  time  the  patient  has 
been  out  of  the  hospital,  and  has  returned  with  edema.  At  this 
later  time,  not  shown  in  Text-fig.  5,  digitalis  caused  the  excretion 
of  11,000  cc.  of  urine  in  forty-eight  hours,  and  the  plasma  sodium 
chloride  fell  to  5.37  grams  per  liter  and  remained  low  for  some  time. 
The  index  of  urea  excretion  was  exactly  the  same  during  this  enor- 
mous diuresis  as  on  the  preceding  day,  when  the  fluid  output  was 
only  900  cc.  The  length  of  time  for  which  the  chloride  threshold 
remains  low  after  digitalis  varies  in  different  cases,  but  it  may 
remain  low  for  ten  days  or  longer  after  digitalis  is  discontinued. 

Digitalis  and  diuretin  were  both  without  effect  in  acute  nephritis 
(Case  I),  so  far  as  could  be  told  by  our  observations.  They  were 
also  without  effect  in  Case  IV  in  later  observations,  not  shown  in 
Text-fig.  2.  We  cannot  at  present  make  any  general  statements 
regarding  the  use  of  diuretics  in  nephritis,  but  the  method  offers 
opportunity  for  exact  study  of  the  action  of  various  diuretic  drugs 
when  applied  to  diseased  conditions. 

Relation  of  Chloride  Excretion  t\o  Edema. 

We  are  not  yet  prepared  to  take  up  in  detail  the  subject  of  the 
relation  of  chloride  excretion  to  edema,  but  certain  observations 
here  presented  refer  also  to  this  subject.  Cases  I,  IV,  and  XI  with 
nephritis;  V,  VI,  and  XII  with  heart  failure;  and  XI  with  diabetes 
all  showed  edema,  and  all  showed  a  relatively  increased  concentra- 
tion of  chlorides  in  the  plasma.  Case  XIII  (Text-fig.  6)  had  a  pro- 
nounced generalized  edema,  occurring  during  serum  sickness  after 
pnevunonia,  after  treatment  with  serum.  Though  his  plasma  chlo- 
rides had  been  low  during  pneumonia,  they  rose  to  a  high  point 
during  the  edema,  and  returned  to  the  theoretical  concentration  as 
the  edema  disappeared.  This  case  is  of  interest  in  that  it  illustrates 
two  types  of  salt  retention  occurring  in  the  same  patient  within  a 
few  days.  During  pneumonia,  excretion  was  low,  with  a  low  con- 
centration in  the  plasma.  During  serum  sickness,  excretion  was 
again  low,  with  a  high  concentration  in  the  plasma.  The  normal 
period  following  the  edema  serves  as  a  control  for  the  other  periods. 
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Text-Fig.  6.  Case  XIII.  Lobar  pneumonia ;  serum-treated.  Crisis  followed 
by  serum  sickness  with  generalized  edema.  Nov.  ii.  Urine,  no  albumin.  Com- 
plete recovery  occurred. 

In  Cases  V,  XII,  IX)  XI,  and  XIII  disappearance  of  edema  was 
accompanied  by  the  return  of  the  plasma  chlorides  to  practically 
the  theoretical  figure.  In  Case  I  edema  disappeared  long  before 
chloride  excretion  became  normal,  though  the  patient  was  constantly 
on  a  salt-poor  diet.  Case  IV  has  never  been  free  from  edema  and 
has  always  a  relatively  high  concentration  of  chlorides  in  the 
plasma.  Cases  with  persistent  edema  and  low  plasma  chlorides 
have  not  been  seen.  Whether  the  relationship  is  one  of  cause  and 
effect,  or  merely  one  in  which  the  change  in  chloride  excretion  is 
due  to  the  same  cause  as  the  edema,  we  cannot  at  present  state. 


Digitized  by 


Google 


Franklin  C,  McLean.  387 

SUMMARY. 

A  method  of  measuring  the  rate  of  excretion  of  urea,  in  terms 
of  the  normal,  as  presented  in  a  preceding  paper,  has  been  applied 
to  the  study  of  diseased  conditions  and  of  the  action  of  drugs. 
Simultaneous  observations  on  chloride  excretion  have  been  made  by 
comparing  the  concentration  of  chlorides  actually  found  in  the 
plasma  with  the  theoretical  amount,  calculated  from  the  rate  of 
excretion.  Observations  made  in  this  way  have  been  found  appli- 
cable to  the  study  of  various  diseased  conditions. 

CONCLUSIONS. 

1.  The  rate  of  excretion  of  urea  in  diseased  conditions  may  be 
measured  in  terms  of  the  normal  by  the  index  of  urea  excretion,  and 
direct  evidence  as  to  the  state  of  one  of  the  more  important  excretory 
functions  may  be  thus  obtained. 

2.  The  rate  of  excretion  of  chlorides  gives  a  basis  for  calculating 
the  theoretical  concentration  of  chlorides  in  the  plasma.  By  com- 
paring the  concentration  actually  found  with  the  theoretical  con- 
centration, changes  in  the  function  of  chloride  excretion  may  be 
studied. 

3.  Increased  concentration  of  urea  in  the  blood  is,  as  a  rule,  a 
compensatory  phenomenon,  in  order  to  provide  sufficient  pressure 
to  cause  its  excretion  through  a  damaged  outlet.  Under  certain 
conditions  actual  accumulation  occurs. 

4.  Relatively  increased  concentration  of  chlorides  in  the  plasma 
occurs  in  certain  conditions,  especially  in  certain  forms  of  cardiac 
and  renal  disease. 

5.  Under  certain  conditions,  notably  in  fevers  or  in  diabetes,  or 
as  the  action  of  diuretics  (digitalis),  the  chloride  threshold  may  be 
temporarily  or  permanently  lowered.  This  may  result  in  a  decrease 
in  the  concentration  of  chlorides  in  the  plasma  to  a  point  lower  than 
the  lowest  point  which  is  seen  in  normals. 

6.  Failure  to  excrete  chlorides  in  pneumonia  is  associated  with  a 
lowered  concentration  of  chlorides  in  the  plasma.  Excretion  begins 
at  the  time  this  concentration  increases. 

7.  Edema  is  usually  accompanied  by  a  relatively  increased  con- 


Digitized  by 


Google 


388  Laws  Governing  Rate  of  Excretion  in  Man, 

centration  of  chlorides  in  the  plasma.     The  relations  ordinarily 
return  to  the  normal  state  when  edema  disappears. 

8.  Chloride  and  urea  functions  may  be  quite  independent  of  one 
another. 
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THE   CHEMOSEROTHERAPY   OF   EXPERIMENTAL 
PNEUMOCOCCAL  INFECTION. 

By  henry  F.  MOORE,  M.B.,  B.Ch.,  B.A.O. 
(From  the  Hospital  of  The  Rockefeller  Institute  for  Medical  Research.) 

(Received  for  publication,  July  8,  191 5.) 

In  a  former  communication  (i)  we  reported  that  the  action  of 
ethylhydrocuprein  (a  derivative  of  hydroquinine  introduced  by  Mor- 
genroth  and  Levy  (2))  was  well  marked  in  vitro  and  in  vivo  on 
type  strains  of  the  four  groups  of  pneumococci.  Since  we  possess 
in  certain  types  of  antipneumococcus  serum  the  means  of  conferring 
on  experimental  animals  considerable  specific  protection  against  very 
many  multiples  of  the  minimal  lethal  dose  of  a  virulent  pneumococ- 
cus  culture,  it  seemed  to  us  of  interest  to  study  the  combined  effect 
of  diemo-  and  serotherapy  in  vivo,  and  to  endeavor  to  get  some 
numerical  values  representing  the  results. 

Neufeld  (3)  showed  that  strains  of  pneumococci  differed  among  themselves 
in  respect  to  their  immunity  reactions  (protective  antibodies). 

The  work  of  Cole  (4)  and  of  Dochez  and  Gillespie  (s)  has  resulted  in  a 
serological  classification  of  the  pneumococci.  The  pneumococci  can  be  divided  into 
at  least  four  groups ;  an  immune  serum  produced  against  any  member  of  Group 
I  has  a  specific  agglutinative  action  upon,  and  a  specific  protective  action  against, 
any  member  of  Group  I,  but  has  no  such  effects  on  any  member  of  the  other 
three  groups.  In  like  manner,  an  immune  serum  against  any  member  of  Group 
n  behaves  similarly  with  respect  to  any  member  of  Group  II,  but  has  no  effect 
on  any  member  of  Groups  I,  III,  or  IV.  To  Group  III  belong  all  the  micro- 
organisms of  the  Pneutnococcus  mucosus  type.  To  Group  IV  belong  all  those 
strains  of  pneumococci  which  do  not  fall  into  the  other  three  groups ;  an  immune 
serum  produced  against  any  member  of  this  group  has  a  specific  agglutinative 
action  upon,  and  a  specific  protective  action  against,  the  strain  used  for  its  pro- 
duction, but  has  no  such  effects  on  any  other  member  of  this  group,  or  of  the 
other  groups. 

Neufeld  and  Engwer  (6)  and  Engwer  (7)  have  studied  the  effect  of  com- 
bining the  serum  and  chemotherapy  in  guinea  pigs  infected  with  pneumococcal 
pleural  exudates;  these  observers  saw  an  increased  effect  by  the  combination. 
Their  protocols  do  not  show,  however,  to  what  group  either  the  pneumococcus 
or  antiserum  belonged;  it  is  not  clear  whether  or  not  the  antiserum  used  was 
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produced  against  a  member  of  the  group  to  which  the  infecting  pneumococcus 
belonged.  Boehncke  (8),  too,  saw  a  markedly  increased  effect  in  mice  by  the 
combination  of  serum  and  drug  therapy  over  and  above  the  effect  of  either  of 
these  two  separately;  in  the  protocols  of  his  experiments,  also,  we  have  little 
information  as  to  the  group  to  which  the  pneumococcus  or  antiserum  belonged. 

We  deemed  it  of  importance  to  study  the  results  of  combined 
chemotherapy  and  serum  therapy  in  the  light  of  the  serological  classi- 
fication of  the  pneumococci  mentioned  above;  and,  since  the  results 
of  serum  therapy  in  man  have  not  been  at  all  as  satisfactory  in  the 
case  of  lobar  pneumonia  due  to  pneumococci  belonging  to  Group  II 
as  when  the  disease  is  caused  by  a  strain  of  Group  I,  we  have  given 
the  greater  part  of  our  attention,  in  this  respect,  to  infection  with 
pneumococci  belonging  to  Group  11.  Further,  the  threshold  value 
of  our  immune  horse  serum  to  Group  I  is  more  than  ten  times 
greater  than  the  corresponding  serum  to  Group  II.  Hence  a  satis- 
factory result  with  an  antiserum  to  Group  II  should  mean  an 
even  better  result  with  an  antiserum  to  Group  I,  in  the  case  of  in- 
fection with  a  strain  of  the  homologous  group. 

Since  toxic  symptoms  have  been  several  times  noticed  in  human 
patients  and  in  experimental  animals  treated  with  ethylhydrocuprein, 
we  have  endeavored  to  reduce  to  a  minimum  the  amoimt  of  ethyl- 
hydrocuprein given  to  the  animals  in  the  present  study.  The  dose 
of  ethylhydrocuprein  (optochin  base)  recommended  by  Morgenroth 
(9)  in  experimental  pneumococcal  infection  in  the  mouse  is  0.5  cc. 
of  a  2  per  cent  solution  in  olive  oil  given  under  the  skin  of  the 
back  immediately  following  the  infection,  and  repeated  on  the  next 
day;  this  is  followed  on  the  third  day,  and  on  the  fourth  day  if  de- 
sirable, by  a  similar  injection  of  0.4  cc.  of  the  same  solution.  The 
dosage  used  in  the  present  study  is  considerably  below  this.  The 
experimental  animals  used  were  mice. 

EXPERIMENTAL. 

The  strain  of  pneumococcus  of  Group  II  used  in  the  present  study 
was  a  stock  strain  and  was  maintained  in  a  condition  of  maximal 
virulence  throughout  the  experiments ;  that  is  to  say,  0.000,001  cc.  of 
a  twenty  hour  broth  culture  regularly  killed  mice  within  forty-eight 
hours.     Several  controls  of  virulence  were  done  in  the  case  of  each 
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experiment.  A  twenty  hour  broth  culture  of  the  pneumococcus  was 
used  in  every  case.  In  the  designation  of  the  culture,  the  Roman 
numeral  represents  the  group  to  which  the  pneumococcus  belongs, 
the  Arabic  figure  the  number  of  animal  passages  which  the  strain 
had  had,  and  the  exponent  the  number  of  cultivations  on  artificial 
media  since  the  last  animal  passage. 

Mice  of  i8  grams'  weight  and  upwards  were  used;  the  dosage  of 
the  drug  was  calculated  in  every  case  according  to  the  weight 
of  the  animal.  An  autopsy  was  performed  on  every  mouse  that 
succumbed,  imless  otherwise  stated  in  the  protocols  (owing  to  the 
body  having  been  eaten  by  the  survivors). 

A  constant  amount  of  immune  horse  serum,  0.2  cc,  was  used  in  the 
experiments;  it  was  mixed  with  the  infecting  dose  of  culture,  and 
the  mixture,  making  a  total  volume  of  i  cc,  was  given  intraperi- 
toneally. 

The  ethylhydrocuprein  (optochin  base)  was  administered  in  the 
form  of  a  2  per  cent  solution  in  olive  oil,  given  under  the  skin  of  the 
back.     This  treatment  was  given,  in  the  first  instance,  immediately 


Experiment  i.  Titer  of  Antipneutno coccus  Serum  II. — (Table  I.)  This 
serum  protected  regularly  against  o.ooi  cc.  of  a  20  hour  broth  culture  of  any 
strain  of  pneumococcus  belonging  to  Group  II. 

TABLE  I. 

Culture  II  42^;  Virulence  Maximal. 


Amount  of 
culture. 

Result. 

Amount  of 
culture. 

Result. 

Amount  of 
culture. 

Result. 

CC. 
O.OOI 

S 

CC. 
0.03 

" 

0.04 

■  48  hrs. 

■  60  •* 

S 

CC. 
0.08 

■  24  hrs. 

- 

i« 

■  48   " 

||!! 

O.OI 
•« 

0.06 
«< 

■  24   '* 

■  48  ;; 

O.I 

■  48    •• 

■  24    •• 

0.02 

■  72  hrs. 

S 

■  30     •• 

•  « 
** 

■  72     " 

■  48  ;; 
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after  the  infection;  if  a  second  dose  was  given  it  was  given  after 
an  interval  of  24  hours. 

In  the  protocols  the  letter  S  stands  for  survival  of  the  correspond- 
ing animal;  a  black  square  (D  means  death  of  the  animal  from 
pneumococcal  septicemia,  capsulated  diplococci  having  been  found  in 
its  heart's  blood  by  His's  capsule  stain,  or,  if  this  examination 
proved  negative,  Gram-positive  diplococci  having  been  recovered 
by  culture  (abundant  inoculation  on  defibrinated  rabbit  blood  agar) 
from  the  heart's  blood  at  autopsy.  An  oblique  cross  (X)  means 
death  of  the  animal,  the  bacteriological  examination  of  the  heart's 
blood  (and  peritoneal  cavity,  if  necessary)  by  smear  and  culture 
being  negative;  in  this  case  the  death  of  the  animal  may  have  been 
due  to  fortuitous  influences,  the  toxicity  of  the  drug,  traumatism 
inflicted  in  the  experiment,  etc.  When  an  autopsy  was  not  possible 
on  an  animal,  its  death  is  indicated  by  the  sign  +. 

Comment  on  Experiment  i, — ^From  the  protocol  it  is  seen  that, 
while  the  intraperitoneal  injection  of  0.2  cc.  of  antipneumococcus 
serum  II  gives  to  mice  a  sure  protection  against  0.00 1  cc.  of  a  viru- 
lent culture  (Strain  II  42^),  this  amount  of  serum  only  gives  a 
very  doubtful  protection  against  o.oi,  0.02,  and  0.04  cc.  of  culture, 
and  none  at  all  against  0.06  cc.  or  more. 

Experiment  2. — Effect  of  a  single  dose  of  0.45  cc.  and  of  a  single  dose  of  aS 
cc,  respectively,  of  a  2  per  cent  solution  of  ethylhydrocuprein  (optochin  base)  in 
olive  oil  per  20  gm.  of  mouse  on  pneumococcal  infection.     (Table  II,  Strain  II 42*.) 

TABLE  II. 


Mouse 

Amount  of 
culture. 

Normal  horse 
serum. 

Ethylhydrocuprein 
2  per  cent  solution. 

Result. 

No. 

2d  day. 

3d  day. 

I 

CC. 
0.08 

CC. 

CC. 
0.45 

Sick 

2 

*' 

— 

«< 

3 
4 
5 
6 

•• 



0.2 

«« 

■ 
Sick 

7 
8 

- 

- 

«t 

9 
10 
II 
12 

O.OOI 
O.OOOI 

— 

0.5 

Well 
Sick 

13 
14 

•• 

— 

■ 
WeU 

■ 
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Comment  on  Experiment  2. — A  single  treatment  with  either  0.45 
cc.  or  0.5  cc.  of  the  2  per  cent  solution  of  the  drug  is  without  effect 
on  the  lethal  issue  due  to  pneumococcal  septicemia,  not  alone  when 
the  dose  of  infection  approaches  that  used  in  the  following  experi- 
ments (0.08  cc.  to  0.5  cc),  but  also  when  it  is  800  to  5,000  times 
smaller  ( 0.000 1  cc). 

Experiment  3,  Combined  Therapy.— (Table  III.)  Strain  II  42«.  Treat- 
ment :  0.45  cc.  of  a  2  per  cent  solution  of  ethylhydrocuprein  in  oil,  per  20  gm.  of 
mouse,  and  0.2  cc.  of  antipneumococcus  serum  II. 


TABLE  III. 

.Mouse 
No. 

Dose  of  cul- 
ture. 

2d  day. 

3d  day. 

4th  day. 

5th  day. 

6th  day. 

7th  day. 

8th  day. 

CC, 

I 

0.08 

Well 

Well 

WeU 

WeU 

Well 

Well 

WeU. 

2 

** 

* 

** 

" 

•* 

** 

3 

** 

* 

** 

** 

" 

** 

4 

** 

' 

*' 

" 

" 

" 

5 

** 

* 

" 

** 

** 

6 

*• 

** 

* 

** 

.  '* 

t< 

7 

** 

* 

'* 

** 

" 

8 

** 

* 

*• 

1* 

** 

*• 

9 

X 

10 

Well 

* 

■ 

II 

O.I 

• 

Well 

** 

** 

•• 

12 

" 

* 

** 

*• 

** 

13 

•« 

* 

*• 

«< 

*' 

" 

14 

" 

' 

* 

*' 

** 

" 

IS 

0.3 

• 

" 

** 

•* 

** 

16 

" 

• 

•* 

•• 

" 

•• 

17 

*• 

• 

** 

" 

<< 

•• 

■ 

18 

1        " 

■ 

Experiment  3  a.  Controls  to  Experiment  3. — Table  IV  shows  (i)  controls 
infected,  and  treated  with  0.2  cc.  of  antipneumococcus  serum  alone ;  (2)  controls 
of  virulence.! 

TABLE  IV. 


(i)  Controls  treated  with  0.2  cc.  of  antipneumococcus 
serum  alone. 

(2)  Controls  of  virulence. 

Mouse  No. 

Dose  of  culture. 

Result. 

Mouse  No. 

Dose  of  culture. 

Result. 

U, 

CC, 

I 

0.06 

■  24  hrs. 

I 

0.0000 1 

■  48  hrs. 

2 

** 

■  48    " 

2 

O.OOOOOI 

1    '* 

3 

0.08 

■   *• 

3 

** 

4 

" 

■  24    " 

4 

*' 

5 

** 

■   •• 

5 

** 

I           '* 

6 

O.I 

■   •* 

1  For  controls  treated  with  ethylhydrocuprein  see  Experiment  2. 
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Comment  on  Experiments  3  and  3  a. — 8  of  10  animals  infected 
with  0.08  cc.  of  culture  and  treated  with  0.45  cc.  of  the  2  per  cent 
solution  of  the  drug  and  0.2  cc.  of  serum  (each  of  which  of  itself 
is  without  effect  with  this  dose  of  culture)  survived.  One  animal 
died  on  the  third  day  and  pneumococci  were  not  recovered  irom 
the  heart's  blood.  The  remaining  animal  died  of  pneumococcal 
septicemia  on  the  fifth  day  (delayed  death).  All  the  mice  infected 
with  0.1  cc.  of  culture  and  similarly  treated  survived;  50  per  cent 
of  the  series  infected  with  0.2  cc.  of  culture  and  also  similarly  treated 
died  of  pneumococcal  septicemia;  the  others  survived.  The  con- 
trol animals  all  died  of  pneumococcal  septicemia  within  forty-eight 
hours. 


Experiment  4,  Combined  Therapy,  —(Table  V.)  Strain  II  43*.  Treatment; 
0.4s  cc  of  a  2  per  cent  solution  of  ethylhydrocuprein  in  oil  per  20  gm.  of  moose, 
and  0.2  cc  of  antipneumococcus  serum  II. 


TABLE  V. 


Mouse  No. 

Dose  of  cul- 
ture. 

ad  day. 

3d  day. 

4th  day. 

5th  day. 

6th  day. 

CC. 

I 
3 
3 

0.3 

Well 

WeU 

" 

*• 

- 

4 
5 
6 
7 
8 

0.5 

Sick 

WeU 
<< 

+  (eaten) 
Well 

Well 

WeU 

Wdl. 

9 
10 

;; 

■ 

+  (eaten) 

II 

0.7 

Well 

Well 

" 

•• 

•• 

12 

•< 

■ 

13 

0.8 

(i 

Well 

Sick 

■ 

14 

** 

<• 

" 

■ 

Comment  on  Experiment  4, — In  this  experiment  in  which  a  larger 
dose  of  infection  was  given  than  in  Experiment  3  the  results  did 
not  come  out  uniformly  or  clear.  The  majority  of  the  animals  died, 
although  in  most  cases  death  was  delayed.  We  thought  that  a  small 
dose  of  optochin  given  on  the  second  day  might  serve  to  tide  the 
animals  over  the  third  and  fourth  days  and  so  help  ultimate  re- 
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covery ;  the  result  of  this  modification  in  dosage  of  the  drug  is  shown 
in  the  next  experiment.  Virulence  controls  were  done,  as  in  Ex- 
periment 3  a,  but  are  not  shown  in  the  table. 

Experiment  5.  Combined  Therapy.— (Tshit  VI.)  Strain  II  43®.  Treatment: 
045  cc.  of  2  per  cent  ethylhydrocuprein  in  oil  immediately  after  infection  and  04 
cc  after  24  hours'  interval  per  20  gm.  of  mouse;  0.2  cc.  of  antipneumococcus 
serum  II  at  the  time  of  infection. 

TABLE  VI. 


Monse  No. 

Dose  of  culture. 

3d  day. 

3d  day. 

4th  day. 

5th  day. 

6th  day. 

CC. 

I 

0.3 

WeU 

Well 

Well 

WeU 

WeU. 

2 

** 

*' 

** 

** 

" 

" 

3 

*' 

«« 

*• 

«t 

<« 

•* 

4 

** 

•• 

** 

** 

** 

«( 

5 

** 

** 

** 

** 

** 

'* 

6 

«« 

*t 

It 

** 

■ 

7 

*• 

** 

*• 

*t 

X 

8 

" 

** . 

•• 

m 

9 

f( 

Sick 

+  (eaten) 

10 

0.5 

Well 

WeU 

WeU 

WeU 

*• 

II 

** 

•* 

** 

*' 

•* 

tt 

12 

*• 

** 

•* 

*' 

■ 

13 

*' 

«< 

*' 

t« 

■ 

14 

•• 

It 

'* 

■ 

15 

•• 

" 

*' 

■ 

16 

•• 

«< 

Sick 

■ 

17 

•* 

Sick 

+  (eaten) 

Comment  on  Experiment  5. — 50  per  cent  of  the  animals  infected 
with  0.3  cc.  of  culture,  and  treated  as  stated,  survived;  of  those 
that  died,  pneumococci  were  not  recovered  from  the  heart's  blood 
of  one;  one  was  eaten  by  its  fellows  and  could  not,  therefore,  be 
autopsied;  two  gave  positive  blood  cultures.  In  the  case  of  in- 
fection with  0.5  cc.  of  culture,  only  two  animals  recovered;  pneu- 
mococci were  recovered  from  the  heart's  blood  of  all  those  that  died 
except  one,  the  body  of  which  was  so  far  eaten  that  it  could  not  be 
bacteriolog^cally  examined.  In  this  experiment  the  altered  dosage 
of  the  drug  ensured  a  better  result  than  in  the  former  case,  but  it  is 
evident  that  we  are  at  the  limit  of  protective  power  for  the  condi- 
tions obtaining  therein.  Consequently  we  proceeded  to  study  the 
effect  of  a  single  larger  dose  of  drug  combined  with  the  serum 
therapy;  namely,  0.5  cc.  of  the  2  per  cent  oily  solution  per  20  grams 
of  mouse.  Virulence  controls  were  done,  as  in  Experiment  3  a,  but 
are  not  shown  in  the  table. 
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Experiment  6.  Combined  Therapy.— (Tsihit  VII.)  Strain  II 44*.  Treatment : 
0.5  cc.  of  2  per  cent  ethylhydrocuprein  base  in  oil  per  20  gm.  of  mouse,  and  0.2 
cc.  of  antipneumococcus  serum  11. 


TABLE  VII. 


Mouse 
No. 

Dose  of 
culture. 

2d  day. 

3d  day. 

4tb  day. 

5th  day. 

■ 
6th  day. 

7th  day.        8th  day. 

CC. 

I 

0.2 

WeU 

WeU 

Well 

WeU 

WeU 

Well 

WeU. 

2 

*' 

** 

3 

•* 

*• 

4 

'* 

** 

5 

«( 

•• 

6 

•* 
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•• 

•* 
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•• 

X 
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Two  mice  infected  with  o.oooooi  cc.  and  one  with  o.ooooi  cc.  of  Strain  II  44* 
(controls  of  virulence)  died  of  pneumococcal  septicemia  in  thirty-six  hours. 
Thirteen  controls  infected  with  0.08  cc.  of  culture  and  treated  with  0.5  cc.  of  the 
ethylhydrocuprein  solution  alone  immediately  after  the  infection  all  died  on  the 
third  day  (forty-eight  hours  after  infection)  from  pneumococcal  septicemia. 

Comment  on  Experiment  6, — In  this  case  we  increased  the  single 
dose  of  ethylhydrocuprein  to  0.5  cc.  of  the  2  per  cent  solution  of  the 
base  in  oil  per  20  grams  of  mouse.  Six  of  eight  animals  infected 
with  0.2  cc.  of  culture,  and  six  of  eight  animals  infected  with  0.3  cc. 
of  culture,  and  treated  as  stated,  survived.  The  four  mice  which 
died  were  eaten  by  their  fellows  and  therefore  could  not  be  autop- 
sied;  in  three  of  these  cases  death  was  delayed  (fourth  and  fifth 
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days).  Of  the  nine  animals  infected  with  0.4  cc.  of  culture,  six 
survived;  one  died  on  the  second  day  with  a  sterile  heart's  blood 
(abundant  inoculation)  but  pneumococci  were  recovered  from  the 
peritoneal  cavity ;  one  died  on  the  fourth  day  and  showed  a  sterile 
heart's  blood  on  cultivation;  and  one  was  eaten  by  its  fellows  on 
the  seventh  day.  The  thirteen  controls  infected  with  0.08  cc.  of 
culture  and  treated  with  the  dose  of  drug  used  in  the  actual  experi- 
ment all  died  in  forty-eight  hours,  pneumococci  being  present  in  the 
heart's  blood  of  all.     These  controls  are  not  shown  in  the  protocol. 

Experiment  7.  Combined  Therapy.— (TMe  VIII.)  Strain  II  458.  Treat- 
ment: 0.5  cc  of  2  per  cent  solution  of  ethylhydrocuprein  base  in  oil  per  20  gm. 
of  mouse,  and  0.2  cc  of  antipneumococcus  serum  II. 

TABLE  VIII. 


Mouse 
No. 

Dose  of 
culture. 

CC. 

I   ! 

0.4 

3 

4 

•• 

5 
6 

0.5 

7      1 
8 

'* 

9 
10 

- 

11 

•• 

12 

" 

13      1 
16 

0.6 

17  i 

18  1 

.. 

4th  day.    I    5th  day.       6th  day. 


I 


WeU         Well         WeU 


I 


Three  virulence  controls  (o.oooooi  cc.)  all  died  in  forty-eight  hours  of  pneu- 
mococcal septicemia. 

Comment  on  Experiment  7. — All  the  animals  infected  with  0.4 
cc.  of  culture  and  treated,  and  all  but  one  infected  with  0.5  cc.  of  cul- 
ture and  treated,  survived ;  from  the  heart's  blood  of  the  one  which 
died  (fourth  day)  pneumococci  were  recovered.  50  per  cent  of 
those  infected  with  0.6  cc.  of  culture  and  treated  survived;  the 
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remainder  died  of  pneumococcal  septicemia  (third  to  fifth  day). 
We  have  here,  evidently,  reached  the  limit  of  protection  to  be  got- 
ten by  the  simultaneous  administration  of  antiserum  and  drug  in 
the  manner  and  quantities  indicated  above. 

In  addition  to  the  experiment  mentioned  above,  we  have  carried 
out  a  series  of  experiments  in  which  the  mice  were  treated  with  ethyl- 
hydrocuprein  and  a  non-homologous  serum.  For  example,  we 
have  used  an  antiserum  to  pneumococcus  of  Type  I  in  the  case  of 
infection  with  from  o.oooi  cc.  to  o.i  cc.  of  a  broth  culture  of  a 
virulent  pneumococcus  of  Type  II  (Strain  II  34^^),  the  minimal 
lethal  dose  of  which  was  0.000001  cc. ;  and  we  have  given  the  ethyl- 
hydrocuprein  solution  both  as  one  dose  (0.5  cc.)  at  the  time  of 
infection,  and  as  three  doses  on  the  three  first  days  of  the  experi- 
ment (0.25  cc,  0.25  cc,  and  0.2  cc),  the  administration  of  the  first 
dose  following  the  infection  immediately;  by  thus  combining  the 
drug  treatment  with  non-homologous  serum  therapy,  we  have  seen 
no  effect  such  as  we  have  described  above  when  the  serum  was 
homologous.  Again,  in  the  case  of  treatment  of  infection  with  a 
virulent  strain  of  Group  IV  (Strain  IV  A  67.11^),  the  minimal 
lethal  dose  of  which  was  o.oooooi  cc,  we  have  had  no  such  success 
on  giving  the  drug  and  a  potent  antiserum  to  pneumococci  of  either- 
Group  I  or  Group  11.  The  protocols  of  these  experiments  need  not 
be  exhibited. 

DISCUSSION   OF   RESULTS. 

The  results  of  this  study  of  the  treatment  of  experimental  pneu- 
mococcal infection  in  the  mouse  by  simultaneous  administration  of 
ethylhydrocuprein  and  antipneumococcus  serum  are  clear.  The  pro- 
tocols show  that  0.5  cc  of  a  2  per  cent  oily  solution  of  ethylhydro- 
cuprein (optochin  base) ,  or  0.2  cc.  of  the  type  homologous  antiserum, 
are  each,  by  themselves,  powerless  to  protect  against  0.06  cc  of  a 
highly  virulent  culture  of  a  pneumococcus  of  Group  II;  but  that  if 
both  these  bodies,  which  are  chemically  far  removed  from  each 
other,  be  exhibited  simultaneously,  protection  is  given  to  the  animal 
against  as  large  a  dose  of  infection  as  0.5  cc.  of  culture.  The 
potency  of  the  antiserum  of  Type  II  is  such  that  0.2  cc  confers  a 
certain  protection  on  mice  against  simultaneous  infection  with  an 
amount  of  a  virulent  culture  lying  somewhere  between  o.ooi  cc  to 


Digitized  by 


Google 


Henry  F.  Moore. 


399 


o.oi  cc. ;  with  a  higher  dosage  of  culture  this  protection  is  quite  un- 
certain, while  it  is  altogether  absent  in  the  case  of  infection  with  0.06 
cc.  of  culture.  The  dose  of  ethylhydrocuprein  generally  used  in  the 
present  study  (0.5  cc.  of  the  2  per  cent  solution)  is  unable  to  pro- 
tect against  a  dose  of  infection  as  small  as  o.oooi  cc.  of  a  virulent 
culture.  Hence,  the  exhibition  of  such  a  small  dose  of  this  drug  as 
0.5  cc.  of  the  2  per  cent  solution  (o.oi  of  a  gram)  per  20  grams  of 
mouse  is  capable  of  raising  the  threshold  value  of  the  serum  more 
than  fifty  times;  that  is  to  say,  mice  are  protected  against  0.5  cc.  of 
a  virulent  culture  by  the  combined  therapy,  while  0.2  cc.  of  serum 
alone  will  not  invariably  protect  against  o.oi  cc.  of  culture,  and  the 
dose  of  ethylhydrocuprein  used  does  not  even  protect  against  five 
thousand  times  less  than  0.5  cc.  of  culture.  Thus  the  protective 
value  of  simultaneous  administration  of  the  drug  and  serum,  even 
though  they  be  given  by  different  routes,  is  many  times  greater  than, 


TABLE  IX. 

Combined  Ethylhydrocuprein  and  Serum  Therapy, 

Type  II  Antiserum.    Pneumococcus,  Stock  Strain  of  Group  II, 


Ethylhydro- 

Deaths due 

Deaths  due 

Culture. 

cuprein  2 

Antiserum 

Normal  horse 

Survivals. 

to  pneumo- 

to doubtful 

per  cent 

II. 

serum. 

coccal  septi- 

cause 

solution. 

cemia. 

(no  autopsy). 

CC, 

CC, 

CC. 

CC. 

Per  cent 

Per  Cent 

Per  cent 

O.OOI 

— 

0.3 
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0 

0 

O.OI 

— 

•* 



66.6 

33.3 

0 

0.03 

— 

** 

— 

40 

60 

0 

0.04 

— 

** 

— 

60 

40 

0 

0.06 

— 

** 

— 

0 
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0 

0.08 

— 
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0 
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0 

0.08 

0.4s 
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0 

** 

*• 
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0.2 

0 
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0 

** 

0.5 
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0 
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0 
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0 
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0 
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0.45 
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10 

10 
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*• 

«« 



100 

0 
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0.2 

•• 
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0.3 
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100 

0 
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0.5 
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0 
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** 
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and  out  of  all  proportion  to,  the  protective  value  of  either  alone. 
The  preceding  epitome  of  the  results  (Table  IX)  will  make  this  dear. 
It  is  important  to  note  that,  where  a  non-homologous  antiserum  is 
used  in  this  combined  method,  e,  g,,  a  Type  I  antiserum  with  a  pneu- 
mococcus  of  Group  II  or  a  Type  I  or  II  antiserum  with  a  pneumo- 
coccus  of  Group  IV,  no  such  effect  as  that  just  stated  is  seen.  In- 
deed, no  more  effect  is  obtained  than  if  normal,  and  not  immune, 
serum  be  used.  It  seems  that,  if  the  dose  of  ethylhydrocuprein 
given  in  the  first  instance  be  below  a  certain  quantity  in  relation  to 
the  amount  of  the  infection,  subsequent  readministration  of  the  drug 
on  the  next  day  is  powerless  to  prevent  a  fatal  result  from  pneu- 
mococcal septicemia. 

CONCLUSIONS. 

1.  A  single  small  dose  of  ethylhydrocuprein  (optochin  base), 
which  by  itself  has  practically  no  protective  effect  against  experi- 
mental pneumococcal  infection  in  mice,  is  capable  of  increasing  the 
threshold  value  of  the  type  homologous  antipneumococcus  serum 
at  least  fifty  times. 

2.  This  effect  is  proportionately  many  times  greater  than  a  simple 
summation  of  the  protective  effects  of  these  two  bodies. 

3.  No  such  effect  is  obtained  when  the  antiserum  used  is  one  pro- 
duced against  a  strain  of  pneumococcus  from  a  group  other  than 
that  to  which  the  infecting  pneumococcus  belongs. 
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THE  MECHANISM  OF  ANAPHYLACTIC  SHOCK. 
Studies  on  Ferment  Action.     XXIII. 

By  JAMES  W.  JOBLING,  M.D.,  WILLIAM  PETERSEN,  M.D.,  and 
A.  A.  EGGSTEIN,  M.D. 

(From  the  Department  of  Pathology,  Medical  Department,  Vanderbilt  University, 

Nashville.) 

(Received  for  publication,  May  5,  1915.) 
Despite  the  intensive  study  which  the  phenomena  of  anaphylaxis 
have  received,  especially  by  immunolog^sts,  with  considerable  the- 
orizing about  the  probability  of  protein  splitting,  and  the  source  and 
the  mechanism  of  production  of  the  intoxicating  agent,  there  have 
been  published  few  experiments  dealing  with  the  actual  ferment 
changes  and  the  amounts  of  protein  split  products  in  the  serum 
during  shock. 

Abderhalden  aild  Pincussohn  and  their  various  coworkers  (i)  noted  by  means 
of  the  polariscope  an  increase  in  the  power  of  the  serum  of  sensitized  animals 
to  split  the  specific  antigen.  Pfeiffer  and  Mita  (2)  worked  along  similar  lines. 
A  sunmiary  of  their  work,  together  with  detailed  experiments  carried  out  by 
means  of  the  dialysis  method,  is  found  in  a  paper  of  Pfeiffer  and  Jarisch  (3). 

Auer  and  Van  Slyke  (4)  have  reported  experiments  in  which  they  determined 
the  amino-add  content  of  lungs  of  guinea  pigs  before  and  during  shock.  They 
found  no  noteworthy  change. 

In  a  recent  paper  Zunz  and  Gyorgy  (5)  have  confirmed  the  findings  of  Abder- 
halden and  of  Pfeiffer  and  Mita.  Following  the  primary  injection  they  found 
a  gradual  increase  in  a  protease  for  beef  protein,  reaching  a  maximum  in  about 
15  days;  this  ferment,  according  to  their  observations,  disappears  following 
shock,  only  to  reappear  on  a  further  injection  if  made  from  4  to  10  days  after 
recovery  from  shock.  They  definitely  determined  an  increase  in  amino-acids 
during  acute  shock  in  dogs,  this  being  quite  contrary  to  the  supposition  of 
deWaele(6). 

In  previous  papers  we  have  shown  that  the  homologous  serum  may  be  toxic 
for  animals  under  conditions  which  remove  the  an ti ferment  and  permit  serum 
protease  to  act  (7)  ;  that  anaphylatoxin  formation  depends  upon  the  adsorption 
of  the  serum  antiferment  (8)  ;  while  an  increase  in  antiferment  tends  to  diminish 
the  susceptibility  to  shock  (9).  During  trypsin  shock,  which  closely  resembles 
anaphylactic  shock,  we  have  noted  a  marked  increase  in  the  serum  protease  and 
lipase  (10). 
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The  present  experiments  deal  with  the  serum  ferments  and  the 
protein  spHt  products  during  anaphylactic  shock  in  dogs.  The 
changes  that  occur  are  striking  and  have  not,  so  far  as  we  are 
aware,  been  recorded  by  other  workers.  We  believe  that  the  facts 
developed  confirm  the  idea  of  a  protein  cleavage,  in  contradistinc- 
tion to  the  supposition  of  a  purely  physical  change,  as  advanced,  for 
instance,  by  von  Behring  (ii)  and  previous  workers.  But  this 
cleavage  concerns  the  proteins  of  the  animal  itself,  rather  than  the 
antigen. 

While  these  observations  have  been  made  on  the  serum,  the  de- 
duction that  the  primary  site  of  the  reaction  is  to  be  found  in  the 
serum  is  not  therefore  warranted,  for  the  serum  changes  may  simply 
express  the  end  results  of  cellular  changes. 

Technique. 

Dogs  have  been  used  exclusively  in  our  experiments,  not  only 
because  of  the  larger  amounts  of  serum  which  are  available  and 
which  are  needed  in  work  of  this  kind,  but  because  the  greater  sus- 
ceptibility of  the  bronchial  musculature  of  the  guinte  pig  is  lacking 
to  a  large  degree,  so  that  death  from  asphyxia  does  not  complicate 
the  picture  before  serum  changes  become  established.  The  dog, 
too,  probably  more  closely  parallels  the  human  condition.  The 
methods  used  to  determine  the  ferments  and  the  split  products  have 
been  fully  described  in  a  previous  paper  (12).  The  proteoses 
present  in  the  serum  have  been  determined  as  follows:  5  cc.  of 
sertun  are  diluted  with  about  10  cc.  of  normal  saline  and  2  cc.  of  a 
mixture  of  10  per  cent  acetic  acid  and  20  per  cent  salt  solution  are 
added.  The  serum  is  then  boiled  for  10  minutes,  filtered  through 
hard  paper,  and  the  filtrate  saturated  while  boiling  with  sodium  sul- 
phate. The  precipitate  is  collected  and  after  washing  with  water 
saturated  with  sodium  sulphate  it  is  dissolved  from  the  filter  paper 
by  means  of  a  small  amount  of  water  made  slightly  alkaline  with 
sodium  carbonate.  The  dissolved  proteoses  are  collected  directly 
in  the  large  Jena  glass  tubes  used  for  oxidizing,  and  nitrogen  deter- 
minations are  made.  The  results  charted  therefore  represent  the 
amount  of  nitrogen  present  as  proteoses  in  5  cc.  of  serum.     The 
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majority  of  the  determinations  made  to  determine  the  amount  of 
non-coagulable  nitrogen  in  the  serum,  together  with  the  amount  of 
protease  activity,  have  been  made  in  dupHcate. 

Purified  horse  serum  albumin  has  been  used  as  an  antigen.  This 
preparation,  containing  anti  ferment,  shows  considerable  resistance 
to  tryptic  digestion.  Injections  have  been  intravenous;  blood 
samples  have  been  obtained  from  ear  veins ;  during  shock  recourse 
to  a  suction  pump  has  been  found  necessary  to  obtain  blood  in 
sufficient  quantity. 

The  Effect  of  Primary  Injection  and  Sensitization. 

The  first  experiments  illustrated  the  changes  that  occur  in  the 
serum  following  the  first  or  sensitizing  dose. 

Dog  ^^5.— Weight  8  kilos.  Sensitized  Feb.  27,  1915,  and  Mar.  2,  1915,  with 
subcutaneous  injections  of  horse  serum  albumin.  On  Mar.  3,  1915,  at  9.30  a.  m. 
0.5  gra.  of  horse  serum  albumin  was  injected  intravenously.  There  resulted  an 
immediate  rise  in  temperature  to  106''  F.  at  11. 10  a.  m.,  together  with  an  imme- 
diate leucopenia.  The  anti  ferment  index  was  practically  unaltered,  as  was  also 
the  amount  of  non-coagulable  nitrogen  in  the  serum.  The  serum  protease 
showed  no  change  until  the  afternoon,  when  a  moderate  increase  was  noted. 
The  serum  lipase  increased  during  the  same  time.  Blood  drawn  the  following 
morning  showed  a  slight  increase  in  anti  ferment,  a  decrease  in  protease  and 
lipase,  and  a  slight  increase  in  non-coagulable  nitrogen. 

Dog  21, — Weight  4  kilos.  Sensitized  in  the  same  manner  as  Dog  25.  0.5 
gm.  horse  serum  albumin  injected  at  9.50  a.  m.,  Mar.  5,  191 5.  The  results  are 
similar  to  those  of  the  first  animal,  except  that  the  rise  in  protease  was  noted  a 
little  sooner  than  in  the  previous  dog.  The  non-coagulable  nitrogen  showed  a 
considerable  increase  after  24  hours. 

Inasmuch  as  the  interest  in  anaphylaxis  centers  chiefly  about 
the  protease  and  the  amount  of  split  products,  we  have  collected 
the  results  of  a  series  of  experiments  dealing  with  the  injections  of 
the  antigen  at  various  intervals  after  sensitization  in  Text-fig.  i. 
From  this  it  will  be  noted  that  there  is  a  progressive  decrease  in  the 
time  interval  of  the  mobilization  of  the  protease  in  the  serum.  Thus 
in  Dog  15,  a  single  injection  in  a  non-sensitized  dog  has  resulted  in 
a  decrease  in  protease,  and  practically  no  change  in  the  non-co- 
agulable nitrogen.  The  dogs  which  received  injections  of  the  an- 
tigen from  four  to  ten  days  after  sensitization  (Nos.  25,  31,  21,  33, 
and  63)  showed  an  increase  in  protease  at  an  interval  after  the  in- 
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jection  which  becomes  progressively  less,  while  a  rise  in  the  non-co- 
agulable  nitrogen  in  the  serum  becomes  evident  in  those  animals 
which  are  sensitized  longest.  When  the  animal  finally  becomes 
fully  sensitized  the  ferment  mobilization  is  immediate,  as  is  also  the 
increase  in  non-coagulable  nitrogen. 
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Text-Fig.  i.    Mobilization   of  serum   protease  during  the  course  of  sensitization. 

It  should  be  emphasized  that  the  ferment  which  we  demonstrate 
is  not  specific,  for  when  the  serum  is  emulsified  with  chloroform 
and  incubated,  the  ferment  digests  the  serum  proteins.  The  only 
evidence  of  specificity  lies  in  the  fact  that  the  ferment  is  mobilized 
by  the  injection  of  the  specific  antigen. 

The  Effect  of  Acute  Anaphylactic  Shock, 

The  following  experiments  serve  to  illustrate  the  effect  of  the 
reinjection  of  the  antigen  after  complete  sensitization. 

^og  75.-— Weight  4.5  kilos.  Sensitized  Feb.  9,  1915,  with  i.o  gm.  of  horse 
serum  albumin  intravenously.  The  primary  injection  resulted  in  the  usual  rise 
in  temperature  and  fall  in  leucocytes.  The  an ti ferment,  which  had  a  relatively 
high  titer,  fell  slightly,  then  made  a  gradual  recovery.  The  non-coagulable  nitro- 
gen showed  practically  no  change,  while  there  was  a  decided  fall  in  the  protease 
content  The  lipase  showed  a  gradual  increase  from  1.5  to  5  cc.  N/ioo  sodium 
hydrate  after  24  hours.  When  we  now  contrast  this  picture  with  that  following 
the  injection  after  sensitization,  there  has  been  noted  a  much  greater  fall  in  the 
antiferment  titer,  an  immediate  rise  in  non-coagulable  nitrogen  (from  0.27  to 
0.45  mg.),  together  with  a  large  increase  in  serum  protease  (from  0.47  to  0.87 
mg.).  The  lipase  increased  from  0.8  to  6.8  cc.  The  animal  died  4  hours  after 
the  injection. 

^og  33. — Weight  9  kilos.  Sensitized,  beginning  Mar.  8,  191 5,  with  three  sub- 
cutaneous injections  of  horse  serum  albumin.    The  effect  of  the  primary  in- 
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t ravenous  injection  before  complete  sensitization  is  shown  in  Text-fig.  2.  The 
injection  (0.5  gm.  of  horse  serum  albumin)  was  made  at  9  a.  m.,  Mar.  15,  1915 
(7  days  after  the  first  sensitizing  dose).  As  a  result  there  was  noted  a  distinct 
rise  in  the  protease,  a  slight  increase  in  the  lipase  in  the  afternoon ;  a  slight  fall, 
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Text-Fig.  2.  Text-Fig.  2  a. 

Text- Figs.  2  and  2  a.    Serum  changes  following  antigen  injection  before  and 

after  complete  sensitization. 

followed  by  a  rise  in  the  antiferment  titer;  the  non-coagulable  nitrogen  first 
showed  a  slight  fall  followed  by  a  rise  in  the  afternoon.  The  intoxicating  injec- 
tion was  made  Mar.  29,  191 5,  at  8.50  a.  m.  (0.5  gm.)  (Text- Fig.  2  a).  As  a  result 
there  was  a  typical  fall  in  the  antiferment  titer,  and  an  immediate  increase  in 
the  protease,  lipase,  and  non-coagulable  nitrogen.  The  animal  died  at  1.30  p.  m. 
Of  the  total  amount  of  the  non-coagulable  nitrogen  in  the  blood  serum  at  this 
time  33  per  cent  represented  nitrogen  present  in  the  form  of  proteoses.  It  is 
possible  that  some  of  these  proteoses  may  be  toxic. 

Dog  so. — Weight  7,7  kilos.     Sensitized  Mar.  7,  191 5.    Reinjected  at  9.30  a.  m.. 
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Mar.  30,  1915,  with  i.o  gm.  horse  serum  albumin.  Died  at  1.30  p.  m.  (Text-fig. 
3).  In  this  experiment  a  larger  amount  of  dntigen  was  injected  for  the  intoxi- 
cating dose  than  in  the  two  previous  animals.    The  ferment  picture  is  typical 
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Text-Fig.  3.    Serum  changes  during  acute  anaphylactic  shock. 

and  similar  to  the  other  experiments.  In  this  animal  the  amount  of  proteoses 
present  in  the  serum  was  determined  by  dialyzing  the  filtrate  from  10  cc  of 
serum  after  the  coagulable  nitrogen  had  been  removed  by  acid  and  heat.  Nitro- 
gen determinations  were  then  made  on  the  undialyzable  portion.    This  represents 
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the  higher  split  products  (proteoses).  As  will  be  observed  from  Text-fig.  3,  there 
resulted  an  almost  immediate  drop  in  the  amount  present  in  the  serum  with  an 
increase  following  later. 

Protracted  Shock, 

The  following  experiments  illustrate  the  conditions  when  the  ani- 
mal does  not  die  within  a  few  hours,  but  lives  over  a  period  of  about 
twenty- four  hours  following  the  second  injection. 
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Text-Fig.  4.  Text-Fig.  4  a. 

Text-Figs.  4  and  4  a.    Serum  changes  during  protracted  anaphylactic  shock. 
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Dog  SI. — Weight  ii  kilos.  Sensitized  Mar.  7,  191 5.  First  intravenous  injec- 
tion at  9.30  a.  m.,  Mar.  12,  1915  (Text-fig.  4).  On  Mar.  30,  1915,  at  940  the 
second  intravenous  injection  was  made.  The  dog  showed  the  usual  malaise  and 
prostration,  but  apparently  recovered  somewhat  in  the  afternoon.  The  animal 
died  at  8.30  the  following  morning.  As  will  be  observed  from  Text-fig.  4  a 
there  was  noted  a  marked  leucocytosis  (97,000)  in  the  evening.  The  antiferment 
showed  the  usual  fall  with  a  recovery  the  next  morning.  The  non-coagulable 
nitrogen  increased  from  0.17  mg.  per  cc  to  0.75  mg.  the  following  morning.  The 
protease  showed  an  immediate  increase  with  some  fluctuations  following,  and  a 
gradual  decline.  The  lipase  increased  to  a  marked  extent  The  amino-adds 
(Van  Slyke  method)  increased  immediately  after  the  injection,  then  fell  to  the 
original  figure,  and  increased  the  following  morning.  Whatever  may  have  been 
the  factor  which  delayed  exitus  in  this  dog,  it  seems  to  have  had  some  influence 
on  the  ferments  and  the  antiferments,  and  was  manifested  possibly  first  in  the 
fall  in  protease  at  noon.  It  will  be  observed  that  all  the  curves  in  the  experiment 
are  broken  and  in  so  far  differ  from  the  normal  course  of  events  during  shock. 

The  Effect  \of  Reinjection  During  the  Refractory  Stage. 

In  the  following  experiment  the  effect  of  a  single  shock  in  the 
sensitized  animal,  followed  by  a  second  injection  after  two  days, 
has  been  studied. 

Dog  65. — ^Weight  6.2  kilos.  Sensitized  by  an  intravenous  injection,  Apr.  2, 
1915.  On  Apr.  20,  191 5,  at  8.37  a.  m.,  0.5  gm.  of  horse  serum  albumin  was  in- 
jected, which  dose  was  sufficient  to  cause  a  profound  intoxication,  but  not  death. 
The  animal  was  bled  at  8.50  and  10.00  a.  m.,  i,  and  3  p.  m.,  and  the  following 
morning.  The  resulting  serum  changes  are  quite  typical  (Text-fig.  5).  The  anti- 
ferment  showed  the  usual  immediate  drop,  with  a  following  recovery  and  second 
drop.  The  non-coagulable  nitrogen  showed  only  a  slight  increase  and  remained 
low,  thus  differing  from  the  other  animals  so  far  studied.  The  rise  in  protease 
was  instantaneous  and  very  marked,  fell  rather  rapidly,  and  then  remained  low. 
The  lipase  showed  the  usual  rise,  but  not  to  such  a  marked  extent.  The  serum 
proteoses  showed  the  immediate  diminution  which  is  characteristic,  while  the 
amino-acids  increased  quite  markedly. 

On  reinjection  two  days  later  (9  a.  m.,  Apr.  22,  1915)  it  will  be  noted  (Text- 
fig.  5  a  that  the  change  in  antiferment  was  absent.  The  protease  showed  some 
decrease  and  remained  low,  as  did  the  lipase.  The  proteoses  showed  a  slight 
decrease  after  15  minutes  with  a  distinct  increase  later.  The  amino-acid  in- 
creased gradually  and  returned  to  normal  the  following  morning. 

Shock  in  the  Pregnant  Animal 

During  pregnancy  animals  are  known  to  show  a  relative  im- 
munity to  anaphylactic  shock;  the  mechanism  of  the  resistance  is 
not  understood.  It  is  possible  that  the  increase  in  antiferment  which 
usually  accompanies  pregnancy  might  in  a  measure  account  for  this 
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Text-Fig.  5.  Text-Fig.  5  a. 

Text-Figs.  5  and  5  a.    Serum  changes  during  acute  anaphylactic  shock  and  fol- 
lowing antigen  injection  during  the  refractory  period. 
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resistance,  since  a  certain  amount  of  resistance  can  be  imparted  to 
an  animal  by  increasing  its  antiferment,  as  we  have  shown  pre- 
viously (9). 

The  following  experiment  was  made  on  a  pregnant  animal. 

Dog  56. — Weight  6  kilos.  Sensitized  by  an  intravenous  injection  of  horse 
serum  albumin  Apr.  2,  191 5.  A  second  injection,  made  three  days  later,  resulted 
in  no  marked  alterations  with  the  exception  of  a  rather  sharp  drop  in  the  after- 
noon in  the  amount  of  proteoses  contained  in  the  serum.  The  intoxicating  dose 
was  made  at  8.30  a.  m.,  Apr.  22,  blood  being  collected  at  8.45  and  9.30  a.  m.,  12, 
and  3  p.  m.  The  animal  was  somewhat  nauseated  and  vomited  several  times,  but 
remained  in  fair  condition  until  the  afternoon ;  it  died  suddenly  at  4.30  p.  m.  In 
the  first  place  it  was  observed  that  the  antiferment  instead  of  being  high  was 
3uite  low  (0.15  cc.  of  serum  inhibiting  only  about  10  per  cent  of  the  digestion). 
The  protease,  however,  rose  sharply,  as  in  the  other  experiments,  although  there 
was  no  increase  in  non-coagulable  nitrogen  until  towards  noon.  The  lipase 
curve  was  very  irregular,  but  continued  to  rise.  The  proteoses  were  practically 
unaltered  for  15  minutes,  later  increased,  decreased  toward  noon,  and  increased 
markedly  toward  the  terminal  stage.  The  amino-acids  at  first  declined  pro- 
gressively, but  increased  during  the  afternoon. 

The  Relation  of  Serum  Proteoses  and  Antino-Acids  to  Shock. 

When  the  antigen  is  injected  into  the  circulation  of  the  sensitized 
animal  proteolysis  takes  place.  This  fact  has  been  definitely  estab- 
lished through  the  work  of  Zunz  and  Gyorgy  in  demonstrating  an 
increase  in  amino-acids  by  the  Van  Slyke  method  during  shock. 
The  various  experiments  which  we  have  detailed  have  also  illus- 
trated this  phase,  inasmuch  as  an  increase  in  the  non-coagulable 
nitrogen  is  an  almost  invariable  accompaniment  of  the  acute  shock. 
The  question  arises  whether  Zunz  and  Gyorgy  and  the  other  workers 
who  have  advanced  the  idea  of  specific  protease  action  are  justified 
in  assuming  that  the  increase  in  amino-acids  proves  that  the  specific 
antigen  has  been  split. 

Before  the*  antigen  reaches  the  amino-acid  stage  it  must  pass 
through  the  various  cleavage  phases, — proteoses,  peptones,  etc., — 
and  we  should  expect  that  there  would  be  a  preceding  or  concom- 
itant increase  in  these  split  products  in  the  serum.  The  contrary 
is  true.  This  is  illustrated  in  Text-fig.  6,  in  which  the  amino-acid 
and  protease  curves  are  illustrated  immediately  after  the  injection 
of  the  antigen  at  8.37  a.  m.  (Dog  65).     The  immediate  rise  in 
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amino  nitrogen  is  apparent,  but  is  accompanied  by  an  actual  decrease 
of  the  amount  of  proteoses  in  the  serum.  We  have  repeatedly  ob- 
served this  relation  and  have  never  noted  an  increase  in  proteoses 
during  the  first  fifteen  minutes  following  the  antigen  injection. 
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Text- Fig.  6.    Relation  of  serum  proteoses  and  amino  nitrogen  during  acute  ana- 
phylactic shock. 

when  the  anaphylactic  symptoms  are,  of  course,  already  well  ad- 
vanced. The  decrease  of  the  proteoses  at  the  instant  of  the  shock, 
together  with  an  increase  in  amino-acids,  seems  to  warrant  the  as- 
stunption  that  the  primary  cleavage  that  occurs  has  its  substrate  in 
the  proteoses  already  present  in  the  serum. 

Non-Specificity  of  Serum  Protease, 

In  the  preceding  paragraph  attention  has  been  called  to  the  fact 
that  when  the  increase  in  amino-acids  occurs  immediately  after  the 
injection  of  the  antigen  into  the  sensitized  animal,  there  is  a  simul- 
taneous decrease  in  the  higher  split  products  of  the  serum,  a  condi- 
tion which  is  contrary  to  the  view  that  it  is  the  injected  antigen 
that  is  being  split.  For  if  that  were  true  we  should  expect  an  in- 
crease in  the  higher  split  products,  produced  during  the  process  of 
cleavage  of  the  antigen  to  the  amino-acid  stage.  The  idea  that  it  is 
the  antigen  that  is  split  has  seemed  in  accord  with  the  data  at  hand 
up  to  the  present  time.  Thus  Abderhalden  and  Pincussohn  and 
Pfeiffer  and  Mita  report  positive  results  when  the  serum  of  sensi- 
tized animals  is  permitted  to  act  upon  the  specific  antigen  in  vitro. 
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And  the  experiments  of  Zunz  and  Gyorgy  confirm  these  findings  by 
means  of  the  increase  in  amino-acids  demonstrable  with  the  Van 
Slyke  apparatus  in  vivo  and  when  the  specific  serum  is  permitted 
to  "  digest "  the  antigen  in  vitro.  So,  too,  they  also  report  that  im- 
mediately following  shock  this  property  disappears,  affording  an  at- 
tractive explanation  for  the  state  of  anti-anaphylaxis.  This  entire 
hypothesis  concerning  the  mechanism  of  anaphylactic  shock  is  based, 
therefore,  upon  the  specificity  of  the  serum  proteases.  In  a  previous 
paper  we  have  shown  that  there  is  no  element  of  specificity  in  so 
far  as  the  proteases  are  concerned  in  the  digestion  occurring  in  the 
Abderhalden  reaction  ( 13) .  The  digest  is  obtained  from  the  serum 
proteins  and  is  brought  about  by  changes  in  the  colloidal  state  of 
dispersion  of  the  serum  induced  by  the  antigen  introduced  as  a 
substrate,  resulting  in  what  may  be  termed  local  areas  of  anti fer- 
ment deficiency,  due  either  to  an  actual  adsorption  of  antiferment 
by  a  formed  substance,  such  as  a  precipitate,  or  to  a  change  in  the 
degree  of  dispersion  of  the  unsaturated  lipoids  upon  which  the 
antiferment  property  depends,  as  we  have  previously  demonstrated 
(14).  If  a  protease  is  present  in  such  sera  a  positive  reaction  can 
occur;  if  not,  the  digestion  does  not  take  place. 

Since  it  is  well  known  from  various  immunological  experiments 
that  minimal  amounts  of  the  antigen  can  call  forth  a  specific  reac- 
tion, as,  for  instance,  in  the  precipitin  test  or  in  complement  devia- 
tion, we  can,  by  means  of  dilution  of  the  specific  substrate,  show 
that  the  amount  of  digestion  brought  about  by  the  addition  of  such 
a  specific  substrate  may  be  greater  by  many  times  than  the  total 
amount  of  nitrogen  introduced,  thus  positively  proving  that  the  di- 
gestive products  are  not  derived  from  the  specific  substrate  and 
can  only  be  formed  from  the  serum  itself.  Such  an  experiment  is 
shown  as  follows :  Fresh  serum  is  used  from  a  fully  sensitized  dog. 
A  I  per  cent  horse  serum  albumin  solution,  to  which  the  dog  has 
been  sensitized,  is  used  as  a  substrate  and  varying  dilutions  to  o.ooi 
per  cent  are  made.  If  we  now  add  a  constant  amount  of  the  fer- 
ment (the  specific  serum)  to  decreasing  dilutions  of  the  substrate, 
we  should  expect  that  with  minimal  dilutions  there  would  not  be 
enough  substrate  present  for  the  ferment  to  act  upon,  and  as  a  result 
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the  amount  of  digestion  products  should  become  smaller.  In  the 
following  experiment  the  serum  was  allowed  to  "  digest "  the  horse 
senmi  albumin  solution  for  twenty  hours  under  toluol  (Table  I). 


TABLE  I. 

Tube 
No, 

Serum  56/5. 

Horse  serum 
albumin  sohition. 

Nitrogen 
available  as 

Amino-acids 

determined 

in  X  CC.  of  mixture 

(direct). 

Increase 

in  amino- 

acids. 

CC. 

CC. 

per  cent 

mg. 

mg. 

mg. 

Z 
2 

I  (inactivated) 

I 
I 

0.74 
0.74 

0.279  \ 
0.245  / 

0.034 

3 

4 

I 

0.1 
0.1 

0.074 
0.074 

0.245  \ 
0.190  i 

0.055 

5 

O.OI 

0.0074 

0.256  1 
0.178  / 

0.078 

6 

I            " 

O.OI 

0.0074 

7 

O.OOI 

0.00074 

0.268  ) 
0.190  1 

0.078 

8 

I            ** 

O.OOI 

0.00074 

As  will  be  observed,  with  an  available  total  nitrogen  from  the 
specific  substrate  of  about  0.00074  mg.  (Tubes  7  and  8)  we  obtain 
a  digest  of  0.078  mg.  of  amino-acids  per  cc.  of  the  mixture.  This 
experiment,  which  we  have  repeatedly  made,  affords  absolute  proof 
that  the  theory  of  specific  protease  action  is  without  warrant.  The 
various  methods  of  demonstrating  specific  protease  action  all  have 
a  common  error  in  that  the  digestion  of  the  serum  proteins  and  of 
the  higher  spHt  products  present  in  the  serum  (proteoses)  by  the 
non-specific  serum  proteases  is  ignored.  The  serum  protease  should 
be  regarded  as  a  simple  ferment,  polyvalent  in  character,  and  in  so 
far  resembling  the  ordinary  tryptic  ferment.  This  is  precisely  the 
view  that  Fermi  (15),  working  with  a  variety  of  methods,  has 
reached.  Serum  ereptase  should,  however,  be  strictly  distinguished 
from  the  protease. 

The  Serum  Esterase. 

An  invariable  accompaniment  of  the  shock  has  been  a  marked 
mobilization  of  the  serum  esterase.  While  the  first  injection  of 
horse  serum  albumin  may  cause  some  increase  in  the  ferment,  it 
never  causes  so  sudden  nor  so  extensive  a  rise  in  the  esterase  curve. 
This  increase  is  not  specific  for  anaphylactic  shock,  but  occurs  fol- 
lowing trypsin  and  peptone  shock,  as  well  as  following  intoxica- 
tion by  bacterial  proteins  of  varied  derivation.     This  increase  prob- 
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ably  represents  a  mobilization  from  tissue  cells  in  general  rather 
than  the  secretion  of  any  one  organ. 

DISCUSSION. 

In  a  previous  paper  (8)  we  stated : 

"  The  arguments  made  against  the  protein-intoxication  conception,  such  as  the 
time  element  and  the  minute  amount  of  substance  necessary,  are  not  convincing, 
for  we  know  that  ferment  action  may  be  very  rapid ;  and  as  far  as  the  quantity 
of  substrate  is  concerned  the  argument  fails  if  we  place  the  matrix  of  the  poison 
in  the  serum  proteins  themselves.  There  is  some  reason  to  believe,  however, 
that  if  ferment  action  is  the  basis  of  anaphylactic  shock,  these  ferments  may  have 
a  much  wider  range  of  action  than  merely  on  the  introduced  protein." 

The  facts  brought  out  during  the  course  of  this  work,  have,  we 
believe,  established  this  view  as  essentially  correct.  In  brief,  these 
results  can  be  stated  as  follows :  The  injection  of  the  antigen  in  the 
non-sensitized  animal  is  practically  without  influence  on  the  serum 
ferments  or  the  split  products  present  in  the  serum. 

During  the  period  following  the  sensitizing  injection  and  pre- 
ceding the  development  of  complete  sensitization  the  organism  re- 
sponds to  the  injected  antigen  by  a  progressively  increasing  rapidity 
of  mobilization  of  ferments,  the  amount  of  protease  mobilized  be- 
coming greater  as  the  maximum  of  sensitization  is  reached.  This 
protease  is  not  specific.^ 

The  acute  shock  is  accompanied  by  an  immediate  and  marked  in- 
crease in  serum  protease;  by  a  fall  in  anti ferment;  by  a  rise  in  the 
amino-acid  content  and  non-coagulable  nitrogen  of  the  serum, 
together  with  a  primary  decrease  in  the  serum  proteoses.  The 
esterase  rise  is  constant  and  progressive.  When  death  occurs  after 
a  few  hours  the  serum  may  contain  a  large  amount  of  proteoses  (33 
per  cent  of  the  total  non-coagulable  nitrogen). 

Before  discussing  further  the  mechanism  of  the  various  phe- 
nomena we  must  emphasize  the  fact  that  whatever  change  takes 
place  during  the  course  of  the  reaction  is  not  due  to  specific  pro- 

1  In  a  paper  which  has  appeared  after  the  completion  of  our  work  Pfeiffcr 
(Pfeiffer,  H.,  Ztschr.  /.  Immunifdtsforsch.,  Orig.,  1915,  xxiii,  515)  has  demon- 
strated an  increase  in  the  peptolytic  power  of  the  serum  during  anaphylactic 
shock.  Because  of  the  extent  of  the  paper  it  cannot  be  adequately  reviewed  at 
this  time. 
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teases  (Abwehrfermente) ,  The  antigen  which  we  used  (purified 
horse  serum  albumin)  is  exceedingly  resistant  to  the  ordinary  trjrp- 
tic  ferment,  a  ferment  which  is  not  only  polyvalent  but  also  very 
active ;  and  it  seems  unreasonable  that  this  same  protein  should  be 
readily  attacked  by  a  specific  protease  when  we  know  that  the  anti- 
ferment,  to  which  the  horse  serum  albumin  owes  its  resistance,  in- 
hibits not  only  the  tryptic  ferment  but  also  the  so  called  specific 
ferment.  The  actual  digestion  is  due  to  an  entirely  different  mech- 
anism,— to  a  non-specific  ferment  acting  upon  serum  proteins. 
This  digestion  is  brought  about  through  colloidal  changes  which 
take  place  when  the  antigen  is  brought  into  contact  with  the  serum. 
Either  a  precipitate  is  formed  which  may  act  as  an  adsorbing  sub- 
stance for  the  anti ferment,  or  else  the  dispersion  of  the  anti ferment 
itself  is  also  altered,  so  that  local  areas  of  anti  ferment  deficiency 
are  formed  with  a  resulting  immediate  cleavage  either  from  the 
serum  proteins  (especially  the  globulins)  or  from  the  proteoses 
already  present  in  the  serum.  Bearing  these  conditions  in  mind, 
the  mechanism  of  the  production  of  the  toxic  substances  which  pro- 
duce the  acute  shock  becomes  relatively  simple,  but  involves  not 
only  the  serum,  but  the  cellular  elements  of  the  organism  as  well, 
and  the  latter  probably  primarily. 

The  mobilization  of  the  protease  must  be  a  cellular  phenomenon 
and  during  the  course  of  sensitization  this  response  is  increased  not 
only  in  intensity,  but  also  in  rapidity.  This  need  not  result  in  an 
intoxication,  for  the  isolated  cell,  as  the  various  investigators  who 
have  studied  cellular  phenomena  in  anaphylaxis  have  shown  (Dale, 
Schultz,  Weil,  etc.),  may  be  capable  of  repeated  response  to  specific 
stimuli;  so  we  must  concede  that  the  antigen  is  not  in  itself  toxic 
for  the  cell  either  before  or  after  sensitization.  Associated,  how- 
ever, with  the  cellular  response  we  find  serum  changes  that  do  re- 
sult in  an  intoxication.  There  is  an  immediate  fall  in  the  anti  fer- 
ment titer.  This  may  in  part  be  due  to  a  saturation  of  the  anti- 
ferment  by  the  mobilized  ferment.  It  is  more  probably  due  to  a 
colloidal  change  with  a  resulting  lessening  of  the  dispersion  of  the 
unsaturated  lipoids  upon  which  the  anti  ferment  property  depends. 
This  lessening  of  the  anti  ferment  titer  will,  of  course,  facilitate 
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proteolysis.  Furthermore,  definite  changes  in  the  antibodies  of 
the  serum  (especially  the  precipitins)  occur  at  the  time  of  shock. 
Whether  or  not  an  actual  change  to  the  final  picture  which  is  de- 
monstrable in  vitro  with  the  precipitin  reaction  occurs  is  immaterial. 
The  precipitin  content  which  before  the  shock  is  present  in  the 
serum  disappears  instantly  when  shock  is  induced  (Joachimoglu 
(i6)).  There  is  evident  at  least  a  colloidal  rearrangement  which 
must  result  in  local  areas  of  antiferment  adsorption  or  diminution 
in  which  proteolysis  can  take  place. 

This  proteolysis  is  made  evident  by  the  immediate  increase  in 
amino-acids.  The  only  question  relates  to  the  substrate  from 
which  the  amino-acids  are  derived.  Contained  in  the  serum  of 
normal  guinea  pigs  and  dogs  one  finds  a  relatively  large  amoimt  of 
higher  split  products  (5  cc.  of  serum  containing  from  0.3  to  0.5 
mg.  of  nitrogen  in  this  form).  Immediately  after  shock  these  split 
products  are  diminished  in  amount,  but  later  increase  progressively 
until  death  takes  place.  It  is  quite  evident  that  if  we  were  dealing 
with  a  shock  primarily  due  to  protein  split  products  derived  from 
the  introduced  antigen  we  should  expect  to  find  an  immediate  in- 
crease in  the  higher  split  products  derived  from  that  antigen. 

Briefly,  then,  the  mechanism  of  acute  intoxication  may  be  stated 
as  follows :  An  immediate  mobilization  of  a  non-specific  protease 
in  large  amoimts ;  the  formation  of  a  state  of  antiferment  deficiency 
through  colloidal  changes;  a  simultaneous  cleavage  of  serum  pro- 
teins (proteoses)  through  the  peptone  stage  to  amino-acids;  an  in- 
toxication by  these  peptones  with  a  resulting  cellular  injury,  made 
evident  by  an  increase  in  serum  lipase,  the  fall  in  temperature,  and 
other  manifestations  of  acute  shock.  The  elements  of  specificity 
lie  in  the  mobilization  of  the  non-specific  cellular  ferment  and  the 
colloidal  changes  in  the  serum,  not  in  the  production  of  specific  fer- 
ments. 

In  a  later  paper  we  shall  discuss  more  fully  the  mechanism  of 
anti-anaphylaxis  and  other  manifestations  of  protein  intoxication. 

CONCLUSIONS. 

I.  The  serum  ferments  are  practically  unaltered  by  a  primary  in- 
jection of  foreign  protein. 


Digitized  by 


Google 


James  W.  Jobling,  William  Petersen,  aitd  A,  A.  Eggstein.    417 

2.  During  the  course  of  sensitization  the  injection  of  the  antigen 
is  followed  by  the  mobilization  of  a  non-specific  protease  which 
increases  in  rapidity  and  intensity  as  the  maximum  period  of  sensi- 
tization is  reached. 

3.  Acute  shock  is  accompanied  by : 

(a)  The  instantaneous  mobilization  of  a  large  amount  of  non- 
specific protease ;  (b)  a  decrease  in  anti ferment;  (c)  an  increase  in 
non-coagulable  nitrogen  of  the  serum;  (d)  an  increase  in  amino- 
acids;  (e)  a  primary  decrease  in  serum  proteoses. 

4.  Later  there  is  a  progressive  increase  in  the  non-coagulable 
nitrogen,  in  proteoses,  and  in  serum  lipase. 

5.  The  acute  intoxication  is  brought  about  by  the  cleavage  of 
serum  proteins  (and  proteoses)  through  the  peptone  stage  by  a  non- 
specific protease. 

6.  The  specific  elements  lie  in  the  rapid  mobilization  of  this  fer- 
ment and  the  colloidal  serum  changes  which  bring  about  the  change 
in  anti  ferment  titer. 
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The  large  amount  of  experimental  and  clinical  work  in  trans- 
plantation that  has  been  done  during  the  last  few  years  has  eluci- 
dated many  essential  points,  and  the  transplantation  of  bone,  skin, 
connective  tissue,  blood  vessels,  and  glandular  organs  has  assumed 
a  practical  value.  This  is  not  the  case  with  peripheral  nerves,  pos- 
sibly because  their  transplantation  in  human  beings  has  been  mainly 
heteroplastic. 

The  processes  leading  to  the  degeneration  of  a  divided  peripheral 
nerve  are  well  known,  and  the  work  of  Nageotte  has  recently  added 
minute  and  important  histological  details  to  our  knowledge  of  the 
cells  of  Schwann  and  the  part  played  by  them  in  the  degeneration 
and  regeneration  of  a  peripheral  nerve.  I  shall  not  comment  upon 
attempts  at  transplantation  of  nerves  in  human  beings.  Of  the 
experimental  work  in  this  field  I  shall  mention  only  the  results  of 
those  investigators  who  have  made  histological  examinations  of  the 
transplanted  pieces,  especially  for  the  Wallerian  degeneration,  and 
who  have  attempted,  in  the  case  of  a  negative  result,  to  determine 
the  variations  in  these  processes;  that  is,  in  the  Wallerian  degen- 
eration, produced  by  transplantation. 

Huber*  has  examined  histologically  mainly  heteroplastic  transplanted  seg- 
ments of  nerves,  and  concluded  from  his  experiments  that  the  degenerative 
process,  which  occurred  in  these  pieces  was  very  much  like  the  true  Wallerian 
degeneration,  the  various  stages  of  which,  however,  succeeded  each  other  more 
rapidly  in  the  graft  than  in  the  peripheral  part  of  a  divided  nerve. 

1  Aided  by  a  grant  from  The  Rockefeller  Institute  for  Medical  Research. 

2  Huber,  G.  C,  Jour.  MorphoL,  1895,  xi,  629. 
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Ballance  and  Stewart^  in  their  experiments  on  transplantation  are  reserved 
in  their  conclusions,  expressing  themselves  as  follows:  The  degeneration  ap- 
pears in  the  graft  exactly  as  in  the  peripheral  part  of  a  divided  nerve.  The  graft 
itself  is  a  piece  of  dead  tissue  and  is  gradually  absorbed  and  replaced  like  a  clot 
by  living  tissue.  The  regeneration  occurs  later,  but  is  not  a  result  of  the  work 
of  the  cells  of  the  graft  itself.  This  conclusion  seems  to  me  to  express  two 
conflicting  views,  of  which  one,  if  true,  necessarily  excludes  the  other.  If  the 
degeneration  of  the  graft  appears  exactly  as  in  the  peripheral  segment  of  a 
divided  nerve,  then  the  segment  is  not  dead.  For  the  peripheral  segment  of  a 
divided  nerve  is  not  dead.  The  axis  cylinder  dies  and  degenerates,  but  the  cells 
of  Schwann,  on  the  other  hand,  after  the  division  give  evidence  of  their  life  by 
their  proliferation. 

Neither  Ballance  and  Stewart  nor  Huber  discriminated  between  the  auto-, 
homo-,  and  heteroplastic  transplantation.  This  was  first  done  by  Merzbacher.* 
In  1905  Merzbacher  observed  that  the  graft  in  auto-  and  homoplastic  transplanta- 
tions only  degenerated  in  a  typical  way,  whereas  in  heteroplastic  transplantations 
there  occurred  in  the  fibers  various  regressive  processes  that  resulted  in  the 
necrosis  of  the  piece.  In  auto-  and  homotransplantations  the  grafts  survive  and 
therefore  are  capable  of  a  true  Wallerian  degeneration,  which  can  take  place  only 
in  nerves  in  a  condition  of  survival.  In  heterotransplantations  the  grafts  die  and 
cannot  degenerate,  but  become  necrotic;  in  these  cases  there  is  no,  or  only  an 
insignificant  formation  of  myelin  ovoids.  The  conclusions  of  Merzbacher  were 
confirmed  by  the  experiments  of  Segale.* 

Verga«  in  1910  performed  a  series  of  homo-  and  heterotransplantations, 
bridging  the  central  and  peripheral  part  of  a  divided  nerve  by  the  graft.  Verga 
found  that  the  segments  healed  and  always  degenerated,  and  that  from  an  ana- 
tomical standpoint  there  was  no  difference  between  the  homo-  and  the  hetero- 
plastic graft^ 

In  191 1  Maccabruni*  in  Golgi's  laboratory  made  a  number  of  homo-  and 
heteroplastic  transplantations.  His  results  are  in  accord  with  those  of  Huber 
and  Verga,  recording  a  typical  Wallerian  degeneration  in  homoplastic  as  well 
as  in  heteroplastic  grafts.  The  center  of  both  kinds  of  graft  he  found  necrotic, 
possibly  due  to  the  lacking  supply  of  nourishment.  Thin  grafts  degenerated 
completely  without  necrosis.  From  the  8th  to  the  14th  day  he  found  prolifera- 
tion of  the  cells  inside  the  nerve  fibers  by  means  of  karyokinetic  division.  The 
process  has  a  slower  course  than  in  a  degenerating  nerve.  Regarding  the  origin 
of  the  cellular  elements  inside  the  fibers,  Maccabruni  expresses  some  reservation. 
His  preparations  do  not  show  whether  these  cells  represent  the  syncytium  of 
Schwann,  or  whether  they  are  connective  tissue  cells. 

»  Ballance,  C.  A.,  and  Stewart,  P.,  Rev.  neuroL,  1902,  x,  860. 
*  Merzbacher,  Neurol  Centralbl.,  1905,  xxiv,  150. 
»  Segale,  L.,  cited  by  Maccabruni,  F.,  Folia  neuro-bioL,  1911,  v,  598. 
«  Verga,  Jahresber.  /.  Chir.,  1910,  xvi,  481. 

7  This  publication  is  not  available.    In  the  summary  of  the  article  in  the 
Jahresher.  /.  Chir.  the  cells  of  Schwann  are  not  mentioned. 
«  Maccabruni,  loc.  cit. 
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Besides  the  work  just  mentioned,  experimental  transplantation  of  nerves  has 
been  performed  by  Gluck,»  Kilvington,^®  and  Duroux.^^  The  results  of  these 
investigators  are  encouraging  as  far  as  the  function  is  concerned.  Neither  Kil- 
vington  nor  Duroux,  however,  made  histological  examinations  of  the  trans- 
planted pieces,  and  the  interpretation  and  the  conclusions  drawn  from  his  mate- 
rial by  Gluck  concerning  the  processes  of  regeneration  are  not  convincing.  The 
lack  of  proof,  in  the  work  of  Gluck,  that  the  graft  is  different  from  dead  mate- 
rial has  caused  Kolliker  to  remark  that  the  nerve  bridge  must  be  supposed  to 
prevent  the  regeneration  of  the  peripheral  part  instead  of  facilitating  it,  and 
Kolliker  advocates  the  bridging  of  the  defect  by  strands  of  catgut  or  tubes  as 
superior  to  the  application  of  a  graft  of  nervous  tissue. 

In  the  problem  of  transplantation  of  nerves  the  question  of  the 
fate  and  survival  and  multiplication  of  the  cells  of  Schwann  is  of 
importance.  The  solution  of  this  point,  which  is  the  only  reliable 
sign  of  the  survival  of  the  transplanted  piece,  g^ves  the  key  to  the 
problem  and  will  influence  the  procedure  of  surgeons  in  cases  of 
nerve  defects.  If  the  grafts  die  and  become  necrotic  they  are  no 
more  suitable  for  bridges  than  strands  of  catgut.  If  it  is  true,  on 
the  other  hand,  that  the  grafts  do  survive,  the  statement  of  Kolliker 
lacks  support,  and  in  bridging  nerve  defects  grafts  of  peripheral 
nerves  must  be  preferred  to  dead  material. 

I  have  experimented  on  the  sciatic  nerve  of  rabbits,  from  which 
pieces  2  to  3  cm.  long  are  taken  out  and  then  either  reimplanted  into 
the  same  animal,  united  to  the  cut  ends  of  the  nerve  by  means  of 
a  single  silk  suture  (autoplastic),  or  implanted  into  the  sciatic  nerve 
of  another  rabbit  (homoplastic),  or  into  guinea  pigs  (heteroplastic). 
I  have  made  three  series  of  experiments.  In  each  series  I  have 
operated  on  several  animals  and  the  transplanted  pieces  were  re- 
moved for  histological  examination  at  different  intervals  (4,  8,  12, 
16,  or  20  days)  after  the  transplantation. 

Then  the  pieces  were  treated  in  the  way  indicated  by  Nageotte, 
which  has  given  excellent  results  in  his  study  of  the  Wallerian 
degeneration.  The  grafts  were  hardened  in  Dominici's  solution, 
next  they  were  dissociated  by  means  of  needles  as  far  as  possible, 
and  stained  by  hematoxylin  before  passing  through  alcohol  and 
mounted  in  cedar  oil.  From  some  cases  sections  were  prepared 
and  treated  according  to  the  method  of  Marchi. 

^  Gluck,  Jahresher.  f.  Chir.,  1895,  i,  282. 

10  Kilvington,  B.,  Brit.  Med,  Jour.,  1908,  i,  1414. 

II  Duroux,  E.,  Lyon  Chir.,  1912,  viii,  562. 
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I  wish  to  emphasize  the  necessity  of  making  dissociation  prep- 
arations, if  one  wishes  to  make  indisputable  observations  on  the 
cells  of  Schwann.  In  such  preparations  only  we  are  sure  that  a 
certain  cell  belongs  to  a  certain  fiber,  and  in  this  case  only  can  we 
count  the  accurate  number  of  cells  in  each  individual  fiber.  I  shall 
give  a  summary  of  my  results  from  each  of  the  three  series,  begin- 
ning with  the  autoplastic  transplantations. 

Autoplastic  Transplantations, 

In  this  series  the  examination  of  the  graft  four  and  six  days 
after  transplantation  (Fig.  4)  reveals  a  process  which  is  not  very 
different  from  the  ordinary  Wallerian  degeneration  (Figs,  i,  2, 
and  3).  The  nuclei  of  the  cells  of  Schwann  have  fallen  in  towards 
the  center  of  the  fibers  between  two  myelin  ovoids.  The  nuclei 
are  richly  provided  with  chromatin  and  are  embedded  in  proto- 
plasm. In  a  few  fibers  from  the  sixth  day  two  or  three  nuclei  are 
observed  close  to  each  other,  indicating  that  multiplication  of  these 
cells  has  already  begun.  Between  and  in  the  myelin  ovoids  there 
are  immigrated  mononuclear  cells  of  a  type  quite  different  from 
the  cells  of  Schwann.  The  nuclei  of  these  cells  are  smaller  and 
richer  in  chromatin  than  the  nuclei  of  the  cells  of  Schwann.  They 
present  phagoc)rtic  properties  fiUing  their  cell  bodies  with  frag- 
ments of  myelin,  and  Nageotte,  who  found  them  in  the  Wallerian 
degeneration,  called  them  "  corps  granuleux,"  Probably  they  are 
lymphoc3rtes. 

The  only  difference  between  the  autoplastic  graft  from  the  fourth 
and  sixth  days  and  the  peripheral  part  of  a  divided  nerve  is  that 
in  the  latter  the  formation  of  myelin  ovoids  is  more  advanced  than 
in  the  graft.  In  the  examination  of  the  grafts  in  later  stages,  we 
find  this  feature  again  and  again.  After  eight  days  we  find  a  de- 
generative process  resembling  a  somewhat  delayed  Wallerian  degen- 
eration. A  graft  from  the  eighth  day  is  in  as  degenerative  a  stage 
as  a  peripheral  nerve  from  the  fifth  to  sixth  days.  But  in  some 
fibers  we  observe  no  degeneration  at  all ;  there  is  no  formation  of 
myelin  ovoids  and  they  look  perfectly  normal.  These  fibers  belong 
to  the  central  parts  of  the  graft,  and  judging  from  the  appearance 
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of  Marchi  preparations,  these  fibers  later  become  necrotic.  This 
is  true  about  the  central  fibers  of  homoplastic  grafts  as  well  as 
autoplastic.  On  the  twelfth  day  we  find  as  pronounced  a  Wal- 
lerian  degeneration  as  on  the  eighth  or  ninth  day.  A  large  number 
of  myelin  ovoids  has  been  formed,  and  there  are  many  "  corps 
granuleux"  and  numerous  nuclei  of  the  cells  of  Schwann. 

After  the  sixteenth  and  twentieth  days  (Figs.  5  and  6)  the  nuclei 
of  the  cells  of  Schwann  are  arranged  in  long  rows  inside  the  sheaths 
of  Schwann  with  continuous  protoplasmic  bridges  about  and  be- 
tween them;  the  only  difference  from  the  Wallerian  degeneration 
of  the  same  stage  is  that  in  the  latter  the  absorption  of  myelin 
fragments  is  a  good  deal  more  advanced  than  in  the  graft. 

Homoplastic  Transplantations. 

I  shall  next  describe  the  results  of  my  homoplastic  transplanta- 
tions. 

In  almost  every  respect  the  preparations  from  the  fourth  and  fifth 
days  (Figs.  7  and  8)  resemble  the  picture  of  a  nerve  on  the  fourth 
and  fifth  days  of  Wallerian  degeneration.  The  nuclei  of  the  cells 
of  Schwann  have  fallen  in  towards  the  center  of  the  fibers,  and 
are  richly  provided  with  chromatin.  A  formation  of  myelin  ovoids 
has  started  and  only  a  few  immigrated  cells  are  seen.  In  one  of 
the  preparations  from  the  fourth  day  we  find  a  cell  of  particular 
interest.  In  one  of  the  fibers  (Fig.  8)  we  observe  three  oval  nuclei 
of  Schwann  close  to  each  other,  and  also  a  large  darkly  stained  cell 
including  a  nucleus  in  mitotic  division.  This  cell  gives  proof  that 
the  cells  of  Schwann  multiply  in  a  homoplastic  transplanted  graft 
The  increased  number  and  the  long  rows  of  nuclei  of  Schwann  in 
individual  fibers  already  give  strong  evidence  for  the  probability  of 
such  a  conclusion,  but  the  mitotic  figure  presents  a  picture  from  a 
stage  of  the  process  itself.  We  do  not  hesitate  in  the  identificaticm 
of  this  cell.  The  well  outlined  protoplasmic  body  of  the  cell,  which 
is  never  observed  in  the  immigrated  cells  during  their  mitotic  divi- 
sion, determines  that  the  cell  is  really  a  cell  of  Schwann. 

I  have  never  observed  in  the  grafts  in  autoplastic  transplantation 
such  a  mitotic  division  of  the  cells  of  Schwann.     But  mitotic  divi- 
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sions  are  not  easily  found  and  are  not  frequently  seen  in  the  cells 
of  Schwann  during  their  proliferation  in  the  ordinary  Wallerian 
degeneration.  Accordingly  there  is  no  reason  to  doubt  that  mitotic 
divisions  may  also  be  observed  in  autoplastic  transplantations,  since 
we  know  that  grafts  in  such  conditions  are  best  fit  for  survival. 

During  the  first  ten  to  eleven  days  the  degenerative  process  in 
the  homoplastic  transplanted  grafts  appears  mainly  as  in  autoplastic 
transplantations;  that  is,  like  a  Wallerian  degeneration,  only  a 
little  more  slowly.  Myelin  ovoids  are  formed,  the  cells  of  Schwann 
multiply,  and  immigrated  phagoc)rtic  cells  loaded  with  fatty  gran- 
tdes  are  seen  in  the  fibers  (Fig.  9).  From  the  eleventh  to  twelfth 
days,  these  cells  are  present  in  a  number  considerably  exceeding 
those  in  the  autoplastic  grafts.  They  are  steadily  increasing  in 
number,  and  from  the  sixteenth  to  eighteenth  days  (Fig.  10)  they 
form  a  marked  feature  in  the  whole  picture. 

It  is  possible  that  the  presence  of  these  numerous  immigrated 
cells  in  homoplastic  grafts — cells  provided  with  phagocytic  prop- 
erties and  probably  of  lymphocytic  origin — are  playing  some  part 
in  the  mechanism  of  immunity  against  homoplastic  transplantation 
of  tissue  in  general.  For  in  transplantation  of  organs  and  tissue 
there  is  a  marked  difference  between  the  final  restdt  of  homoplastic 
and  autoplastic  transplantation  (the  kidneys,  for  instance).  But  I 
do  not  wish  to  enter  upon  further  discussion  of  the  importance  of 
the  phagocytic  cells.  I  wish  only  to  add  that  in  homoplastic  nerve 
grafts  the  nuclei  of  Schwann  from  the  eighteenth  to  twentieth  days 
are  pale  and  faintly  stained  and  are  evidently  in  a  necrobiotic 
condition,  which  is  possibly  dependent  upon  the  presence  of  the 
lymphocytes. 

Heteroplastic  Transplantations. 

In  heteroplastic  transplanted  nerves  an  abundant  formation  of 
myelin  ovoids  occurs  during  the  first  four  to  five  days.  But  later 
these  grafts  do  not  resemble  either  the  autoplastic  or  homoplastic 
transplanted  pieces  or  nerves  in  Wallerian  degeneration.  There  is 
no  proliferation  of  the  cells  of  Schwann.  These  cells,  on  the  con- 
trary, are  faintly  stained  or  have  completely  disappeared.  From 
the  eighth  and  tenth  days  the  contents  of  the  fibers  consist  mostly  of 
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irregularly  broken  up  pieces  and  fragments  of  myelin  and  proto- 
plasm and  the  whole  fiber  looks  necrotic  (Fig.  ii). 

In  later  stages  we  find  between  and  in  the  fibers  numerous  immi- 
grated cells,  and  from  the  sixteenth  to  eighteenth  days  the  graft  on 
gross  examination  is  yellowish,  soft,  and  necrotic,  or  it  is  encap- 
sulated by  young  connective  tissue. 

SUMMARY. 

In  autoplastic  transplanted  nerves  a  degenerative  process  occurs 
which  resembles  the  ordinary  Wallerian  degeneration,  but  appears 
a  little  more  slowly  than  the  latter.  The  cells  of  Schwann  are  in  a 
condition  of  survival  and  are  capable  of  multiplication  after  the 
transplantation. 

In  homoplastic  transplanted  nerves  I  have  found  a  degenerative 
process  resembling  a  Wallerian  degeneration,  somewhat  delayed. 
The  cells  of  Schwann  multiply,  and  for  some  time  at  least  are  in 
a  condition  of  survival.  After  twelve  to  fourteen  days  an  abun- 
dant and  increasing  immigration  of  lymphocytes  is  observed,  and 
from  the  eighteenth  day  the  cells  of  Schwann  develop  a  necrobiotic 
appearance. 

In  heteroplastic  transplanted  nerves  numerous  myelin  ovoids  are 
formed  during  the  first  four  to  five  days,  but  there  is  no  prolifera- 
tion of  the  cells  of  Schwann,  and  no  Wallerian  degeneration  is 
seen.     The  graft  becomes  necrotic  within  about  two  weeks. 

The  formation  of  ovoids  that  occurs  during  the  first  four  to  five 
days  after  the  performance  of  the  heteroplastic  transplantation 
does  not  reveal  the  condition  of  the  life  of  the  graft.  This  for- 
mation of  myelin  ovoids  is  found  in  the  nerve  fibers  when  they  have 
been  kept  in  an  incubator  for  twenty-four  hours  in  Ringer  solution 
(Nageotte^^)  or  in  homologous  or  heterologous  serum,  but  it  is  not 
found  in  the  fibers  after  their  incubation  in  isotonic  salt  solution 
(Nageotte),  the  presence  of  calcium  being  necessary  for  the  occur- 
rence of  ovoid  formation. 

12  Nageotte,  J.,  Compt.  rend.  Soc,  de  bioi,  1910,  Ixix,  556. 
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CONCLUSIONS. 

Heteroplastic  transplanted  nerves  become  necrotic.  They  are 
unsuitable  for  bridges  in  cases  of  nerve  defects,  and  my  results 
explain  the  failure  of  the  attempts  at  heteroplastic  transplantation 
of  nerves  in  human  beings. 

If  we  wish  to  bridge  a  nerve  defect  by  implantation  we  must  use 
autoplastic  or  homoplastic  grafts.  The  occurrence  of  a  Wallerian 
degeneration  in  these  grafts  during  the  first  two  to  three  weeks 
after  the  transplantation  should  make  bridging  a  promising  opera- 
tion; for  in  this  period  the  grafts  resemble  the  peripheral  part  of  a 
divided  nerve  and  must  be  assumed  to  be  capable  of  regeneration, 
and  thus  are  very  different  from  dead  material. 

I  have  studied  the  process  of  regeneration,  and  shall  commimi- 
cate  in  a  future  article  my  results  of  bridging  defects,  which  are 
encouraging  as  far  as  the  function  is  concerned. 

My  results  with  homoplastic  transplantation  of  nerves  have  a 
bearing  on  the  homoplastic  transplantation  of  limbs,  which  has 
been  successfully  performed  in  dogs  by  Carrel.  None  of  his  dogs 
lived  long  enough  to  show  any  function  of  the  transplanted  leg. 
The  practical  value  of  this  operation  is  dependent,  of  course,  upon 
the  return  of  function,  and  especially  on  the  regeneration  of  the 
nerves  in  the  transplanted  leg.  The  results  with  homoplastic  trans- 
plantation of  nerves  seem  to  indicate  the  possibility  of  a  regenera- 
tion of  the  nerves  in  a  homoplastic  transplanted  leg. 

EXPLANATION  OF  PLATES. 
Plate  44. 

Figs.  I,  2,  and  3  are  nerve  fibers  from  the  peripheral  part  of  divided  nerves. 
Wallerian  degeneration  in  different  stages. 

Fig.  I.    Wallerian  degeneration,  4th  day. 

Fig.  2.    Wallerian  degeneration,  7th  day. 

Fig.  3.  Wallerian  degeneration,  14th  day.  Multiplication  of  the  nuclei  of 
Schwann,  numerous  immigrated  cells  {"corps  granuleux ") , 

Fig.  4.  Nerve  fibers  from  a  graft,  6  days  after  transplantation  (autoplastic). 
Multiplication  of  the  nuclei  of  Schwann. 

Fia  5.  Nerve  fiber  from  a  graft,  16  days  after  transplantation  (autoplastic). 
Long  rows  of  nuclei  of  Schwann.    Some  immigrated  cells  ("corps  granuleux"). 
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Plate  45. 

Fig.  6.  Nerve  fiber  from  a  graft,  18  days  after  transplantation  (autoplastic). 
Multiplication  of  the  nuclei  of  Schwann.  Reduction  of  the  myelin  ovoids.  Nu- 
merous immigrated  cells. 

Fig.  7.  Nerve  fibers  from  a  graft,  4  days  after  transplantation  (homo- 
plastic). The  nuclei  of  Schwann  have  fallen  in  towards  the  center  of  the  fibers, 
embedded  in  protoplasm. 

Fig.  8.  Nerve  fibers  from  a  graft,  4  days  after  transplantation  (homoplastic). 
In  one  of  the  fibers  a  mitotic  figure  is  seen  in  a  cell  of  Schwann. 

Fig.  9.  Nerve  fibers  from  a  graft,  10  days  after  transplantation  (homo- 
plastic). Multiplication  of  the  nuclei  of  Schwann.  Immigrated  small  darkl>' 
stained  cells  ("  corps  granuleux  **) . 

Plate  46. 

Fig.  10.  Nerve  fiber  from  a  graft,  18  days  after  transplantation  (homo- 
plastic). Multiplication  of  the  nuclei  of  Schwann.  These  nuclei  are  pale  and 
faintly  stained.    A  large  number  of  immigrated  cells  is  seen. 

Fig.  II.  Nerve  fibers  from  a  graft,  10  days  after  transplantation  (hetero- 
plastic).   No  cell  is  seen.    The  fibers  appear  necrotic 
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THE  DIAGNOSTIC  VALUE  OF  THE  PLACENTAL  BLOOD 
FILM  IN  .ESTIVO-AUTUMNAL  MALARIA. 

By  H.  C.  CLARK,  M.D. 
(From  the  Board  of  Health  Laboratories,  Ancon.) 

Plate  47. 

(Received  for  publication,  May  22,  191 5.) 

Any  additional  factor  that  can  be  placed  in  the  hands  of  the  diag- 
nostician to  aid  in  the  differentiation  of  diseases  seems  worthy  of  in- 
troduction; therefore,  the  examination  of  the  placental  blood  film 
is  recommended  to  indicate  better  the  presence  of  aestivo-autumnal 
malaria  when  it  complicates  labor  and  in  differentiating  it  in  the 
early  days  of  the  puerperiimi  from  puerperal  sepsis. 

The  cause  of  a  fever  in  the  puerperium  is  not  very  difficult  to  find 
when  the  case  is  under  competent  observation  in  a  non-malarial 
region,  but  the  diagnostic  significance  of  such  a  fever  in  the  tropics 
may  require  further  analysis  to  eliminate  latent  or  active  protozoal 
disease. 

Malaria,  as  a  cause  of  death  in  the  Panama  Canal  Zone,  ranks 
well  below  several  other  factors,  yet  it  has  been  a  very  important  one 
in  morbidity  statistics,  and  all  divisions  of  the  hospital  service  at 
Ancon  have  been  obliged  to  keep  it  in  mind  as  the  single  or  a  possible 
associated  factor  in  seeking  to  establish  a  diagnosis. 

Marchiafava  and  Bignami  (i)  feel  that  the  diagnosis  of  malaria 
can  be  made  without  a  puncture  of  the  spleen  if  examinations  of  the 
peripheral  blood  are  made  often  enough  and  with  sufficient  care. 
This  statement  has  been  largely  confirmed  by  James  (2)  in  his  ex- 
perience with  malaria  on  the  Canal  Zone,  in  so  far  as  it  relates  to 
individuals  who  are  incapacitated  by  this  disease  and  in  many  cases 
where  it  seemed  to  be  merely  a  coincident  factor;  but  there  are  ex- 
amples pf  a  latent  type,  or  individuals  who  may  be  called  malarial 
carriers,  that  will  not  reveal  the  presence  of  the  parasite  in  a  single 
examination  of  the  peripheral  blood  and  sometimes  even  over  a  long 
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period  of  time  unless  some  factor  of  an  intercurrent  nature  lowers 
that  individuars  resistance  and  encourages  a  malarial  outburst. 

It  occasionally  happens  that  the  physician  suddenly  assumes  the 
responsibility  of  a  case  in  labor  associated  with  a  severe  attack  of 
malaria  which  is  at  the  moment  between  the  periods  of  sporulation  ; 
in  such  instances  the  examination  of  the  placental  blood  film  will 
expedite  the  diagnosis  and  permit  the  immediate  institution  of  treat- 
ment. 

Puerperal  fever  in  regions  where  aestivo-autumnal  malaria  is 
endemic  always  offers  some  reason  for  anxiety  to  the  conservative 
practitioner  who  wishes  at  the  earliest  moment  to  differentiate 
malaria  and  puerperal  sepsis ;  while  to  the  other  type  malaria  affords 
one  of  the  safe  retreats  in  diagnosis  to  cover  all  fevers  which  appear 
in  the  puerperium. 

The  evil  relation  of  malaria  to  the  course  of  pregnancy  and  the 
puerperium  has  long  been  given  consideration  by  various  writers  on 
tropical  medicine,  but  the  primary  intention  of  this  paper  is  to  ad- 
vocate the  routine  examination  of  the  stained  fresh  placental  blood 
film  as  an  immediate  means  of  identifying  the  presence  of  malaria 
in  nearly  every  case  when  it  is  associated  with  labor  or  the  early 
days  of  the  puerperium. 

It  has  long  been  known  that  it  is  possible  to  find  an  abundance  of 
parasites  in  a  blood  film  made  from  the  maternal  surface  of  the 
placenta  in  a  woman  whose  labor  was  complicated  by  a  serious 
attack  of  malaria,  but  as  far  as  I  can  learn  no  practical  application 
of  this  fact  has  ever  been  made,  it  being  simply  considered  a  curious 
feature  sometimes  encountered. 

I  believe  that  the  Ancon  clinical  and  pathological  data  soon  to' be 
mentioned,  together  with  the  results  of  400  observations  on  pla- 
cental blood  films,  will  show  that  it  has  a  practical  application  and 
is  a  worthy  test  for  routine  practice  in  tropical  obstetrics  and  in 
other  regions  where  this  type  of  malaria  is  found.  This  is  the  only 
instance  in  which  the  body  voluntarily  offers  for  examination  an 
intricate  capillary  or  blood  sinus  system  that  closely  approximates 
such  vascular  systems  as  the  spleen,  bone  marrow,  and  liver,  and  the 
fact  is  well  established  that  the  adult  forms  of  the  aestivo-auttunnal 
parasite  remain,  as  a  rule,  stationary  in  such  systems. 
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Unfortunately  the  value  of  this  feature  did  not  impress  itself  at  a 
time  in  the  course  of  the  construction  of  the  Panama  Canal  when 
it  could  have  been  applied  to  the  largest  number  of  individuals 
who  were  the  most  susceptibly  to  malaria,  and  also  before  the  sani- 
tary system  was  operating  so  successfully  against  this  disease. 

However,  the  study  of  this  short  series  of  400  cases,  made  under 
the  present  adverse  circumstances,  may  yet  reveal  sufficient  evidence 
to  impress  the  importance  of  such  an  examination,  and  it  will  at  the 
same  time  offer  other  points  of  interest. 

Pathological  Observations. 

Some  time  ago  a  collection  was  made,  for  general  study  and 
analysis,  of  all  fatal  cases  of  aestivo-autumnal  malaria  that  had 
come  into  my  hands  through  the  routine  pathological  service  of  the 
Board  of  Health  Laboratories  during  a  period  of  about  four  years. 
There  were  included  in  this  series  of  107  cases  31  females  of  whom 
7  were  children.  Among  the  remaining  24  adult  women,  12  were 
found  to  have  been  either  in  the  late  stages  of  pregnancy  or  not  far 
advanced  in  the  puerperium.  This  fact  seemed  so  significant  that 
the  general  anatomical  records  covering  the  same  period  of  time 
were  again  searched  to  see  what  further  relation  could  be  found 
between  other  conditions  and  the  pregnant  state. 

192  autopsies  were  found  that  had  been  performed  on  adult  fe- 
males. 26  of  this  number  were  either  pregnant  or  had  been  re- 
cently delivered.     The  following  relationship  was  found  : 

Malaria,  aestivo-autumnal   12  cases. 

Malarial  hemoglobinuric  fever 3 

Puerperal  septicemia  4 

Eclampsia    3 

Typhoid  fever  , 2 

Chronic  nephritis   i 

Extra-uterine  pregnancy   i 

The  race  of  the  cases  showing  an  association  of  the  pregnant  state 
with  aestivo-autumnal  malaria  and  malarial  hemoglobinuric  fever  is 
shown  in  Table  I. 
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No.  of 
Race.  of  maUria, 

Negroes,  West  Indian  8 

White,  Spain 2 

Mestizo,  Panama-Colombia  i 

White,  United  States ;  never  under  medical  care i 


Na  of  cases 

of  malarial 

bemofflobin- 

uric  fcTer. 

I 

2 
O 
O 


Clinical  Observations. 
Through  the  kindness  of  Dr.  A.  B.  Herrick,  Chief  of  the  Surgical 
and  Obstetrical  Clinics,  and  of  Dr.  W.  E.  Deeks,  Chief  of  the 
Medical  Clinic,  their  Ancon  Hospital  Records  covering  the  same 
period  of  time  as  the  pathological  records  just  mentioned  were  next 
appealed  to  along  the  same  lines,  and  after  excluding  those  cases 
contained  in  the  anatomical  report  the  following  additional  data 
were  assembled  (Table  II). 

TABLE  II. 


Race. 


Americans 

West  Indian  negroes. 

Europeans 

Latin- Americans .... 

Chinese 

S3rrians 


Total 
No.  of  associated  malarial  attacks. 


No.  of 

No.  of 

No.  of 

caaesof 

cases  of 

other  acd- 

miscar- 

normal 

denlsol 

riages  and 
abortions. 

pregnancy. 

andlabor. 

85 

340 

12 

54 

295 

36 

9 

66 

I 

M 

102 

6 

0 

2 

0 

c 

I 

0 

162 

806 

55 

14 

16 

8 

Total. 


No.  of 
positive 
malarial 


437 

385 

76 

132 

2 
I 


I 

31 

3 

3 
I 
o 


1.023 


38 
38 


.  of  associated  malarial  attacks.  14 16 8 !        38 

Among  the  38  cases  there  were  5  deaths  not  included  in  the  list  of  autopsies. 

It  is  not  possible  to  confirm  entirely  by  these  statistics  the  more 
or  less  general  opinion  that  in  the  tropics  where  malaria  is  endemic 
the  great  increase  in  abortions  and  miscarriages  is  chiefly  due  to 
malaria.  There  are  too  many  other  factors  which,  no  doubt,  play 
a  part  in  this  and  have  not  been  ruled  out  by  the  authors  of  such  an 
opinion.  However,  there  is  present  in  the  data  a  very  striking  rela- 
tionship between  many  of  these  accidents  and  associated  malaria  as 
compared  to  other  diseases  such  as  pneumonia,  typhoid,  tuberculosis, 
and  even  syphilis. 

Tuberculosis  leads  all  other  factors  as  a  cause  of  death  in  the 
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Canal  Zone  during  this  period  of  time,  in  so  far  as  a  record  of 
autopsies  can  be  taken  for  a  guide.  Pneumonia  also  stands  well 
ahead  of  malaria  as  a  cause  of  death.  Syphilis  is  a  common  dis- 
ease on  the  Zone  in  these  days,  but  armed  with  a  clinical  test  it  can  be 
well  identified ;  yet  the  combined  anatomical  statistics  on  the  known 
evil  association  of  other  diseases  with  pregnancy  and  the  puerperium 
do  not  exceed  the  results  which  malaria  alone  has  accomplished,  and 
this  fact  is  well  supported  by  the  clinical  data. 

The  various  opinions  expressed  by  Scheube  (3),  Deaderick  (4), 
Williams  (s),  Craig  (6),  and  others  led  to  the  taking  of  further 
observations  before  expressing  any  view  based  on  the  local  data 
just  mentioned. 

Conditions  have  rapidly  changed  on  the  Canal  Zone  since  the 
clinical  and  pathological  reviews  were  made,  there  being  a  marked 
reduction  of  people  in  the  Canal  Zone  and  also  of  the  malarial  rate. 
Many  villages  have  been  abandoned  from  which  such  cases  were 
received.  In  addition  to  these  factors  the  new  observations  have 
been  conducted  chiefly  in  the  dry  season.  Nevertheless,  the  exam- 
ination of  400  cases  of  labor  has  been  made  on  individuals  from 
various  parts  of  the  Canal  Zone,  the  period  of  time  beginning  August 
21,  1914,  and  ending  March  30,  1915. 

Methods  Employed  in  Making  the  Observations. 

At  the  end  of  labor  some  blood  films  were  made  from  the  mother's 
peripheral  blood  by  the  physician  in  charge  of  the  case,  and  these 
films  and  a  history  of  the  case  together  with  the  carefully  protected 
placenta  and  umbilical  cord  were  sent  to  the  Board  of  Health  Labo- 
ratories at  Ancon,  where  an  immediate  opportunity  was  given  me  to 
prepare  the  placental  and  fetal  blood  films. 

Great  care  must  be  taken  in  preparing  the  fetal  blood  film  from  the 
blood  in  the  umbilical  cord  to  prevent  contamination  of  this  speci- 
men with  the  placental  blood.  False  impressions  of  the  infected 
fetal  blood  can  easily  be  obtained  unless  precautions  are  taken. 

The  maternal  surface  of  the  placenta  when  it  was  received  at  the 
Laboratory  was  usually  covered  over  with  the  membranes,  and  the 
folds  of  these  membranes  often  contained  a  large  amount  of  mater- 
nal blood.  It  has,  therefore,  been  the  custom  to  prepare  first  the 
film  from  the  umbilical  cord.     The  cord  is  thoroughly  cleaned  and 


Digitized  by 


Google 


432 


Value  of  Placental  Blood  Film  in  Malaria. 


then  cut  near  its  middle,  and  the  oozing  blood  caught  and  spread  in 
the  usual  manner.  This  film  is  marked  and  laid  aside  before  dis- 
turbing the  placenta  and  membranes. 

The  placental  blood  film  is  made  from  the  maternal  surface  of  the 
placenta  after  all  free  blood  and  clots  have  been  removed  from  its 
surface  and  from  the  folds  in  the  membranes.  Blood  was  made  to 
ooze  from  the  clean  surface  by  grasping  a  portion  of  it  with  a  hem- 
ostat.  The  specimen  was  then  removed  by  pressing  down  and  drag- 
ging the  end  of  a  glass  slide  across  the  bleeding  surface,  and  from 
this  material  the  films  were  made.  The  three  types  of  blood  films 
were  then  dried  and  stained  with  a  polychrome  stain  (Hastings)  in 
the  usual  way  that  the  ordinary  blood  fikn  is  treated.  Then  followed 
a  routine  examination  for  the  presence  of  the  malaria  Plasmodium. 

The  Wassermann  test  was  applied  to  many  of  the  cases  and  in- 
variably to  all  suspicious  cases  whenever  the  state  of  the  blood  con- 
tained in  the  fetal  membranes  was  such  that  it  could  be  used  for  the 
test.  If  a  dead  fetus  accompanied  the  placenta  and  cord  and  its 
condition  permitted  the  application  of  the  test,  it  was  performed. 
Suspicious  lesions  in  the  placenta  or  in  a  dead  fetus  were  prepared 
by  the  Levaditi  method  to  permit  a  search  for  Treponema  pallidum. 
This  organism  was  also  kept  in  mind  when  the  blood  films  were 
searched.  The  series  was  closed  after  the* receipt  of  400  specimens 
that  were  in  a  suitable  condition  for  examination. 

The  results  are  presented  in  Tables  III  and  IV. 


TABLE  III. 


No.  of 

positive  cases 

of  malaria. 


400  cases  examined. 

Blood  films  from  maternal  surface  of  placenta 19 

Blood  films  from  mother's  peripheral  blood 8 

Blood  films  from  umbilical  cord  i 


400  Routine  Cases  of  Labor. 


Race  of  the  women  examined. 


No.  examined 
of  each  race. 


North  Americans  (white) . . 
Latin- Americans  (mestizo) . 

Europeans  (white) 

West  Indian  negroes 


Total. 


118 
92 
17 

173 

400 


No.  of  positive  j 


o 
3 

I 
15 


19 


Per  cent  of 


0.0 

326+ 
5.88+ 
8.67+ 


475 
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TABLE  III.— Concluded. 
Local  Residence  of  the  Positive  Cases. 

Reaideoce.  No. 

Unknown  suburban  division  of  Panama  City  4 

Calidonia     4 

Guachapali    3. 

San  Miguel  2 

Maranon    i 

Chorrillo    I 

Mount  Hope  i)  ^  , 

Colon    4  ^ 

Culebra  i}C.  Z i 

Total  Ig 

Seasonal  Incidence  of  the  Positive  Cases, 

August    o    .December  3 

September    2      January  2 

October  4      February i 

November    3      March  4 

Labor  Accidents  That  Were  Known  To  Have  Occurred  in  the  Series. 

Abortion   9 

Premature  labor  (fetus  dead  in  13  of  these  cases)  23 

Full  term  still-births 11 

Full  term  children  dying  inside  of  48  hrs i 

A  total  of  44  accidents  in  the  series  of  400  cases. 

There  were  19  positive  cases  of  aestivo-autumnal  malaria  in  the  400  cases,  and 
7  of  these  19  cases  (a  percentage  of  36.84  +)  were  found  associated  with  some 
of  the  accidents  named  above. 

Besides  the  19  cases  positively  identified  as  malaria,  there  were  5  other  cases 
with  a  reliable  history  of  having  been  treated  for  malaria  in  recent  months,  and 
in  2  of  these,  full  term  still-births  were  recorded;  while  in  a  3d  case  a  grave 
anemia  and  premature  labor  were  noted.  Thus,  if  24  be  accepted  as  the  actual 
number  of  cases  with  a  malarial  influence  present,  and  10  the  number  of  acci- 
dents, a  percentage  of  41.66  is  revealed.  Other  factors  found  in  connection  with 
some  of  these  accidents  where  no  malaria  influence  was  established  are  given  in 
Table  IV. 

TABLE  IV. 

A  calculus  in  the  left  ureter  and  left  pyonephrosis i 

Grave  anemia  i 

Acute  endometritis,  suppurative 3 

Eclampsia  i 

Typhoid i 

27  of  the  accidents  thus  remain  in  which  no  plausible  factor  at  the  time  of 
labor  could  be  named  as  the  cause. 

The  racial  classification  of  the  women  in  which  the  total  number  of  accidents 
occurred  is  as  follows:  Americans,  14;  Europeans,  6;  Latin-Americans,  6;  West 
Indian  negroes,  18. 
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Discussion  of  Tabulated  Features. 

The  placental  films  revealed  the  presence  of  malaria  in  eleven 
cases  whose  peripheral  blood  appeared  negative.  On  the  other  hand, 
the  peripheral  blood  was  never  found  positive  without  the  pla- 
cental film  showing  a  much  heavier  infection.  This  is  an  impor- 
tant difference  and  one  which  might  be  expected  when  the  general 
circumstances,  surrounding  the  origin  of  the  two  films,  are  given 
consideration.  The  adult  parasites,  especially  of  the  aestivo-autum- 
nal  type,  are  prone  to  remain  stationary  in  the  more  complex  capil- 
lary systems  of  the  deep  viscera,  and  after  the  third  (7)  or  fourth 
month  of  its  development  the  placenta  belongs  to  that  class  of 
viscera.  It  rapidly  increases  in  importance  as  a  favorable  site  for 
the  development  of  adult  parasites  as  its  maturity  is  reached.  In 
most  instances  the  first  field  examined  in  the  placental  films  will  be 
sufficient  to  establish  the  diagnosis  of  malaria  in  untreated  cases, 
even  though  a  tedious  search  may  have  been  required  to  locate  para- 
sites in  the  peripheral  blood  of  the  same  case. 

The  malarial  carriers  identified  in  this  series  by  examination  of 
the  placental  film  and  not  found  positive  in  their  peripheral  blood  re- 
quired not  more  than  one  to  five  minutes  in  locating  the  first  para- 
sites. Seldom  will  it  be  necessary  to  make  a  protracted  search  of 
this  film  if  malaria  is  present  during  labor  and  quinine  has  not  been 
previously  administered. 

In  some  of  the  cases  identified  in  this  group  the  infections  were 
so  heavy  that  a  fatal  issue  seemed  certain  for  both  the  mother  and 
child,  yet  in  all  instances  the  mother  lived  and  in  nearly  all  cases  the 
child  lived.  The  vitality  of  some  of  these  jaundiced,  premature  chil- 
dren is  remarkable.  A  few  of  the  patients  among  the  positive  cases 
had  been  admitted  just  before  or  at  the  time  of  labor  and  were  ap- 
parently between  the  periods  of  sporulation,  since  there  was  no  tem- 
perature, yet  heavy  infections  were  noted  in  the  placental  films. 
Even  with  this  knowledge  of  these  cases  in  mind,  a  tedious  search  of 
the  peripheral  blood  was  required  to  find  the  ring  forms.  When 
under  short  observation  these  cases  can  occasion  •  unpleasant 
surprises. 

The  average  numerical  relationship  between  the  parasites  found 
during  a  clinical  attack  of  malaria  in  these  three  types  of  fikns  can 
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be  more  easily  appreciated  by  inspection  of  Figs,  i  and  2  which  have 
been  drawn  from  the  actual  preparations  made  in  such  a  case.  Fig. 
2  representing  the  placental  film  contains  parasites  drawn  from  three 
cases  in  order  to  present  some  common  features  of  interest  that  will 
be  explained  in  the  key  to  the  illustrations.  The  numerical  relation- 
ship there  represented  is,  however,  accurate  for  the  conditions 
named. 

The  commonest  types  encountered  in  the  placenta  are  the  seg- 
menting and  presegmenting  forms.  It  also  frequently  happens  that 
the  majority  present  are  younger  adult  forms.  Crescents  were 
seldom  found,  yet  they  are  common  forms  in  the  films  made  from 
bone  marrow  and  the  spleen.  Sometimes  the  large  forms  seem 
entirely  free  from  red  blood  cells,  but  expert  variation  in  the 
method  of  staining  might  have  shown  blood  cell  remnants. 

The  phagocytosis  of  pigment  in  the  placenta  is  not  so  extensive  as 
it  is  in  the  spleen,  liver,  and  bone  marrow,  but  it  is  quite  marked 
and  often  even  the  polymorphonuclear  leucocytes  take  part  in  this 
activity. 

It  is  a  much  easier  task  to  prepare  and  examine  a  placental  film  at 
the  time  of  labor  than  to  spend  perhaps  long  periods  of  time  on  each 
of  two  or  three  consecutive  days  following  labor  in  an  effort  to  catch 
the  products  of  a  sporulation  in  the  peripheral  blood  of  the  patient; 
because,  in  the  placenta,  the  parasites  are  quite  large  and  very  abun- 
dant and  there  is  much  evidence  of  phagocytosis,  while  in  the  periph- 
eral blood  a  few  small  ring  forms  are  all  that  can  usually  be  expected. 

The  study  of  the  fetal  blood  from  the  umbilical  cord  presents  a 
feature  of  interest  in  regard  to  the  evidence  it  affords  in  support  of 
the  view  that  the  mother's  blood  and  the  fetal  blood  never  inter- 
mingle under  normal  conditions. 

A  single  instance  occurred  in  this  series  where  an  undoubted  mod- 
erate infection  of  the  fetal  blood  existed  at  the  time  of  birth.  The 
mother's  blood  and  the  placenta  bore  evidence  of  a  very  heavy  in- 
fection. There  was  the  history  and  the  evidence  of  an  associated 
accident  of  pregnancy  in  relation  to  the  placenta  so  that  it  seems 
wise  to  attribute  this  infection  to  the  placental  accident.  The 
mother  and  child  were  discharged  in  such  a  short  time  from  the 
institution  in  which  the  case  occurred  that  no  further  observations 
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on  the  child's  blood  could  be  taken.  The  final  result  is  not  known, 
but  the  mother  was  a  black  woman  and  the  probabilities  are  strong 
that  both  mother  and  child  are  well.  This  is  the  only  case  in  the 
last  five  years  that  has  come  under  my  observation  that  can  cer- 
tainly be  established  as  an  intra-uterine  transmission  of  malaria  to 
the  fetus.  Our  few  cases  of  malaria  in  infants  are  all  surrounded 
with  so  many  circumstances  favorable  to  postnatal  infection  that 
they  cannot  be  safely  considered  cases  of  congenital  malaria.  As  a 
matter  of  fact  it  seems  reasonable  to  assume  that  the  observations 
made  in  this  series  alone  offer  good  support  to  the  long  standing 
belief  that  the  blood  streams  of  the  mother  and  the  fetus  never  ac- 
tually intermingle  unless  some  rare  accident  to  the  placenta  occurs. 

It  seems  necessary  to  impress  again  the  fact  that  three  important 
features  existed  during  the  collection  of  these  cases  which  have 
greatly  lessened  the  number  of  infections  otherwise  to  be  expected 
in  such  a  number  of  individuals.  The  sanitary  system  continues 
with  ever  increasing  success  to  exert  a  strong  influence  against  this 
disease.  The  reduction  in  the  population  of  the  Canal  Zone  has 
been  great.  The  observations  have  also  been  carried  on  partly  in 
the  dry  season,  at  which  time  this  disease  is  supposed  to  be  at  a 
low  ebb. 

White  women  coming  from  the  temperate  zone  of  the  United 
States  and  Europe,  who  live  on  the  Canal  Zone,  are  believed  to  be 
the  most  susceptible  women  to  malaria,  but  nearly  all  European 
women  have  gone  and  the  Americans  avail  themselves  of  all  the  op- 
portunities offered  by  the  system  of  sanitation  as  well  as  profes- 
sional care  throughout  their  course  of  pregnancy. 

This  leaves  only  the  negro  women,  whose  race  seems  to  enjoy  a 
relative  immunity  to  malaria,  and  the  native  women,  who  possess 
even  a  higher  grade  of  immunity  than  the  West  Indian  negro. 
Under  the  circumstances,  however,  it  does  not  seem  unusual  for  the 
highest  rate  of  infection  to  be  found  in  this  series  in  the  negro.  The 
negress  is  the  domestic  servant  and  she  lives  under  limited  circum- 
stances chiefly  in  the  suburban  divisions  of  Panama  City  where  the 
rent  is  lowest  and  the  malarial  rate  highest. 

These  conditions  no  doubt  explain  the  high  rate  in  the  relatively 
immune  negress  and  the  absence  of  the  disease  in  the  non-immune 
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white  women.  The  same  rate  and  character  of  infections  in  the 
white  woman  that  have  been  found  in  the  black  woman  in  this  in- 
stance would  certainly  have  been  accompanied  with  more  serious 
consequences. 

The  negress  is  very  indifferent  to  her  pregnant  state  and  seldom 
can  tell  within  a  month  or  two  the  correct  time  for  her  course  of 
pregnancy  to  end.  It  is  therefore  quite  possible,  judging  from  the 
appearance  of  some  of  the  children,  that  several  more  premature 
labors  associated  with  the  malarial  cases  in  this  series  should  be  re- 
corded ;  but  the  histories  offered  in  these  instances  have  been  adhered 
to  and  they  were  not  counted  among  the  accidents. 

It  seems  incredible  that  a  fetus  can  live  where  nutrition  is  derived 
from  such  heavily  infected  placental  blood,  yet  in  a  remarkable 
number  of  cases  (negroes  at  least)  they  do  survive.  In  some  cases 
this  may  be  due  in  part  to  the  fact  that  latent  malaria  many  times 
does  not  show  a  terrific  outburst  until  very  late  in  pregnancy  when 
the  patient's  vitality  is  low  and  the  placenta  a  better  harbor  to  assist 
in  the  development  of  parasites.  At  this  time  the  child  may  be 
sufficiently  developed  to  fight  for  an  independent  existence  forced 
upon  it  by  miscarriage.  The  probabilities  are  that  its  chance  for 
life  is  better  under  even  these  conditions  than  to  continue  its  intra- 
uterine existence  during  the  climax  of  a  severe  malarial  infection. 

The  placenta  is  one  malarial  battle-field  over  which  the  body 
holds  the  ruling  influence,  for  by  expulsion  of  the  uterine  contents 
the  field  and  its  contained  enemies  are  quickly  eliminated. 

The  later  influences  of  such  a  birth  as  this  on  the  infant  can  only 
be  a  subject  for  conjecture.  It  would  certainly  appear  to  offer  a 
predisposing  cause  to  the  diseases  of  early  infancy.  When  a  fetus 
is  developed  throughout  its  uterine  life  in  association  with  latent 
malaria  in  the  mother  and  at  least  in  contact  with  one  acute  attack 
in  the  mother  it  would  seem  that  there  should  be  some  degree  of  im- 
munity gained  to  this  disease  by  the  child  in  after  life  even  though 
the  parasites  were  never  admitted  to  its  circulation  from  that  of  the 
mother.  This  thought  recalls  an  opportunity  afforded  me  a  few 
years  ago  to  study  microscopically  the  tissues  of  a  still-birth  asso- 
ciated with  fatal  malaria  in  the  mother.  The  tissues  happened  in 
this  instance  to  be  in  good  condition.     Its  blood  films  and  those 
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made  from  its  spleen  were  negative  for  parasites,  yet  when  the  histo- 
logical study  was  made,  a  condition  comparable  to  the  cloudy  swell- 
ing associated  with  deaths  due  to  febrile  diseases  and  abundant 
microscopic  evidence  of  pigment  was  found  that  I  am  not  able  to 
tell  from  the  melanin  of  malaria.  It  is  difficult  to  say  whether  this 
pathology  was  due  to  toxins  in  the  mother's  blood  stream  or  simply 
to  interference  with  the  nutrition  of  the  fetus.  The  deposition  of 
the  pigment  in  its  tissues  is  also  open  to  several  lines  of  thought. 

GENERAL    DISCUSSION. 

Scheube  (3)  states  that  disorders  of  menstruation  and  a  decrease 
in  fertility  are  more  frequent  in  European  women,  and  miscar- 
riages also  occur  more  often  with  them  in  the  tropics  than  when 
they  live  in  Europe,  and  he  adds  the  further  statement  that  climate 
is  less  to  blame  for  this  than  malaria.  This  opinion  is  given  more 
or  less  general  support  and  there  is  no  doubt  that  malaria  does  bear 
a  very  important  relation  to  these  conditions,  yet  there  are  many 
other  factors  in  the  tropics  where  malaria  is  endemic  that  help  to 
make  these  features  more  common. 

Williams  (5)  offers  a  counter-statement:  Despite  the  somewhat 
wide-spread  opinions  to  the  contrary,  it  would  appear  that  ordinary 
forms  of  malaria  have  but  little  influence  upon  the  course  of  preg- 
nancy ;  it  is  probable,  however,  that  the  pernicious  forms  of  malaria 
may  have  a  much  more  deleterious  effect.  He  admits  the  tendency 
to  malarial  outbreaks  in  pregnancy  and  the  puerperium. 

A  compilation  of  the  various  records  in  regard  to  the  malarial 
influence  in  pregnancy  and  an  additional  valuable  opinion  is  found 
in  Deaderick's  (4)  writings. 

The  experience  at  Ancon  indicates  that  aestivo-autumnal  malaria 
does  exert  frequently  an  evil  influence  in  the  late  stages  of  preg- 
nancy and  in  the  puerperium,  sometimes  being  fatal  to  both  mother 
and  child,  but  there  yet  remains  a  very  large  number  of  miscar- 
riages, abortions,  instances  of  sterility,  and  menstrual  disturbances 
that  cannot  be  explained,  and  least  of  all  can  they  be  ascribed  to 
malaria  on  any  other  than  circumstantial  data  of  a  high  rate  of 
malarial  morbidity  in  the  tropics. 

The  anatomical  structure  of  the  placenta  in  the  late  stages  of 
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pregnancy  and  the  opportunity  it  offers  for  the  development  of  the 
malarial  parasite  makes  it  a  point  of  strategic  importance  for  the 
parasite  in  interrupting  the  late  course  of  pregnancy,  and  it  is  sur- 
prising that  it  does  not  always  do  so.  What  harm  may  come  to  the 
menstrual  process  and  to  fertility  in  untreated  malarial  carriers  who 
are  apt  to  suffer  from  numerous  small  outbursts  of  malaria  is  less 
easy  to  answer.  Such  a  circumstance  would  probably  play  an  im- 
portant part. 

The  results  and  statements  of  the  physicians  in  charge  of  obstet- 
rical work  at  Ancon  Hospital  offer  confirmation  to  Williams'  (5) 
statement  that  quinine  can  be  given  with  impunity  in  such  conditions. 
The  accidents  number  about  the  same  with  or  without  its  adminis- 
tration, and  certainly  the  mother's  prognosis  is  better  when  it  is 
given. 

It  is  hard  to  dismiss  the  idea  that  children  bom  under  such  con- 
ditions, if  they  survive,  do  not  gain  at  least  a  temporary  immu- 
nity from  the  disease.  It  is  extremely  rare  to  receive  at  the  morgue 
in  Ancon  a  child  under  one  or  two  years  of  age  dying  of  malaria. 
Observations  have  been  made,  however,  by  competent  people  on 
large  amounts  of  clinical  material  who  claim  that  all  malarial  im- 
munity is  acquired. 

These  children,  born  of  mothers  with  a  positive  malarial  infec- 
tion, will  be  followed,  as  far  as  possible,  to  determine  their  future 
relation  to  the  disease  and  to  see  whether  their  birth  under  such  con- 
ditions plays  a  predisposing  part  in  making  them  more  easily  the 
victims  of  other  diseases  of  infancy. 

The  observations  of  Bastianelli  and  Bignami  (8)  on  the  punctiform 
hemorrhages,  which  sometimes  occur  about  the  vessels  in  the  brain 
in  some  of  the  severe  cases  of  aestivo-autumnal  malaria,  support  the 
theory  of  a  viscid  property  possessed  by  this  parasite,  and  Bass  (9) 
has  offered  further  proof  of  this  fact.  These  small  punctate  hemor- 
rhages were  said  to  consist  of  uninfected  red  blood  cells,  while  the 
cells,  visible  in  the  capillaries  about  which  the  hemorrhages  were 
found,  were  all  infected  cells.  An  explanation  offered  is  that  the 
infected  cell  anchors  itself  to  the  endothelium  of  the  vessel,  while 
flexible  non-infected  cells  under  pressure  escape  by  diapedesis.  I 
have  personally  observed  instances  of  these  hemorrhages  and  can 
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confirm  their  statement  in  regard  to  their  composition  and  the 
nature  of  the  cells  in  the  capillaries  near  them. 

A  somewhat  parallel  circumstance  occurred  in  another  instance 
in  which  a  fatal  termination  of  a  severe  case  of  aestivo-autumnal 
malaria  was  brought  about  by  the  spontaneous  rupture  of  the  spleen 
and  hemorrhage  into  the  peritoneal  cavity.  The  free  blood  in  the 
peritoneal  cavity  unexpectedly  revealed  the  discoid  and  ring  forms 
commonly  found  in  the  peripheral  blood,  while  films  from  the 
splenic  pulp  revealed  an  abundance  of  the  larger  adult  forms.  This 
circumstance,  I  believe,  also  supports  the  theory  that  these  larger 
parasites  or  the  infected  cells  possess  a  greater  degree  of  viscidity 
and  can  maintain  their  position  in  the  favorable  locations  men- 
tioned. The  higher  degree  of  body  temperature  probably  assists  in 
the  development. 

Labor,  associated  with  malaria,  spontaneously  offers  the  morphol- 
ogist  an  opportunity  to  study  at  the  same  moment  the  parasites  of 
the  peripheral  and  deep  circulation.  Even  at  the  end  of  twenty- 
four  hours  a  heavily  infected  placenta  can  often  be  subjected  to  an 
examination  with  good  results,  but  this  necessitates  a  knowledge  of 
the  degenerated  forms  of  the  parasite  and  a  more  intense  method 
of  staining. 

SUMMARY. 

I.  The  placental  blood  film  examination  is  worthy  of  routine  ap- 
plication wherever  aestivo-autumnal  malaria  is  endemic.  This  type 
of  malaria  when  associated  with  labor  and  the  early  days  of  the 
puerperium  can  be  more  easily  and  certainly  diagnosed  by  the  use 
of  this  film  and  a  polychrome  stain  than  by  employing  the  usual 
films  made  from  the  mother's  peripheral  blood  at  the  time  of  labor. 

The  placental  film  in  such  an  infection  oflFers  an  abundance  of 
adult  parasites  and  far  more  evidence  of  the  presence  of  pigment, 
while  the  peripheral  blood  film  frequently  offers  but  a  scant  number 
of  the  small  ring  or  discoid  forms  of  a  parasite.  The  examination 
of  the  present  series  revealed  positive  placental  films  in  nineteen 
cases,  while  but  eight  of  these  same  cases  were  positive  in  the  periph- 
eral blood  film  examination.  On  the  other  hand,  no  peripheral 
blood  films  were  found  positive  in  which  the  associated  placental 
films  did  not  reveal  a  far  more  abundant  evidence  of  the  infection. 
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2.  The  early  days  of  the  puerperium  can  by  this  method  be  pro- 
tected many  times  from  a  malarial  outburst,  and,  as  a  rule,  puerperal 
sepsis  can  be  differentiated. 

3.  The  intricate  vascular  architecture  of  the  mature  placenta 
rivals  that  of  the  spleen,  liver,  and  bone  marrow  as  a  harbor  for 
adult  malarial  parasites  of  this  type  and  as  a  storage  for  pigment. 

4.  The  localization  of  parasites  in  the  placenta  is  unique.  Here 
is  the  one  vascular  system  which  particularly  favors  the  develop- 
ment of  the  parasites  but  which  at  the  same  time  is  so  situated  that 
it  may  be  spontaneously  discarded  by  the  body  at  the  climax  of  the 
attack.  By  this  simple  act  late  in  pregnancy  the  prognosis  for  both 
mother  and  child  may  be  improved. 

5.  The  pregnant  state  encourages  attacks  of  malaria  by  lowering 
bodily  resistance  and  by  furnishing  an  additional  harbor  for  the 
development  of  parasites.  A  tenable  theory  in  regard  to  most  at- 
tacks of  this  nature,  occurring  in  cases  under  professional  care, 
would  appear  to  be  the  development  of  latent  malaria  (malarial  car- 
riers) into  acute  attacks  toward  the  close  of  the  pregnant  state. 
The  women  who  expose  themselves  (as  the  negroes  in  this  series) 
offer  favorable  conditions  to  the  introduction  of  a  primary  infection. 

Malaria  frequently  interrupts  the  late  stages  of  pregnancy  and 
sometimes  causes  the  death  of  the  mother  and  the  fetus,  more  often 
the  latter.  The  records  at  Ancon  indicate  that  it  more  frequently 
exerts  a  harmful  influence  than  other  types  of  infectious  diseases 
in  this  locality. 

6.  Most  of  the  children  in  this  series  that  were  delivered  while 
malaria  was  present  in  the  mother,  were  of  a  race  that  seems  to 
possess  a  relative  immunity  to  the  ravages  of  malaria.  This  may 
account  for  the  fact  that  the  negro  fetus  more  nearly  approximates 
the  full  term  of  development  when  associated  with  this  disease  and 
is  comparatively  subjected  to  a  less  number  of  the  accidents  of  preg- 
nancy. Many  of  them  revealed  evidence  of  prematurity  and  were 
jaundiced,  but,  as  a  rule,  they  developed  rapidly. 

The  commonest  mishap  is  miscarriage  late  in  pregnancy.  Occa- 
sional still-births  occur  and  sometimes  there  is  a  fatal  issue  to  both 
the  mother  and  child. 

7.  Cases  diagnosed  as  congenital  malaria  probably  indicate  that 
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some  accident  occurred  to  the  placenta,  because  it  practically  never 
happens  that  fetal  blood  is  positive  at  the  time  of  birth,  regardless 
of  the  degree  of  infection  in  the  mother. 

Many  of  the  cases  now  reported  in  the  literature  as  congenital 
malaria  suggest  immediate  postnatal  infection  as  their  history,  as 
our  pathological  and  clinical  records  testify. 

8.  The  size  of  the  intervillous  spaces  of  the  placenta  and  their 
adaptability  in  the  localization  of  parasites  seem  to  disprove  to  a 
certain  extent  the  old  idea  that  the  localization  depends  on  the  small- 
ness  of  the  capillary  caliber.  If  this  were  the  case  the  brain  should 
be  more  often  the  seat  of  an  extensive  localization  than  the  spleen, 
bone  marrow,  and  placenta,  yet  our  anatomical  records  will  not 
support  that  theory.  A  sluggish  blood  sinus  with  a  large  endothelial 
surface,  a  higher  internal  body  temperature,  and  red  blood  cells 
burdened  with  parasites  of  a  certain  age  beyond  the  ring  form 
seem  to  be  important  factors  in  the  localization  and  development 
of  the  aestivo-autumnal  parasite. 

9.  The  racial  disparity  of  malarial  infections  shown  in  this  series 
is  believed  to  be  due  to  local  conditions  and  a  wrong  impression  is 
apt  to  be  given  by  our  statistics  in  regard  to  the  relative  immunity 
of  the  negro  race. 

The  white  women  on  the  Canal  Zone  avail  themselves  of  all  the 
opporttmities  the  sanitary  system  affords;  they  live  well  and  place 
the  entire  course  of  their  pregnant  state  under  competent  profes- 
sional care,  while  the  negro  woman  is  indifferent  to  her  pregnant 
state,  works  as  a  domestic  servant,  and  lives  in  the  cheapest  unpro- 
tected quarters  that  can  be  rented  in  the  suburban  divisions  of  Pan- 
ama City  where  the  malarial  rate  is  highest  and  the  sanitary  control 
is  difficult. 

It  should  be  noted  that  these  negro  women  can  carry  an  infec- 
tion with  little  manifestation  of  its  presence  that  would  produce 
serious  results  in  the  white  women  brought  from  the  temperate 
zone  regions  of  Europe  and  the  United  States. 

Thanks  are  due  Dr.  Samuel  T.  Darling  for  help  rendered  in  pre- 
paring the  paper,  and  to  various  members  of  the  sanitary  staff  who 
have  made  it  possible  to  assemble  the  material  for  study. 
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EXPLANATION  OF  PLATE  47. 

The  comparative  appearance  of  the  types  of  films  used  in  the  study  of  the 
400  cases  are  here  represented  by  Mr.  George  Newbold.  The  primary  intention 
of  the  drawings  is  to  show  the  numerical  relation  of  the  parasites  in  each  type  of 
the  films.  The  case  selected  for  the  drawings  was  one  in  which  the  individual 
on  admission  to  the  hospital  gave  no  evidence  of  the  infection,  but  soon  after 
labor  showed  a  moderate  rise  in  temperature.  Fig.  i  was  drawn  true  to  the 
actual  conditions  found  in  the  films,  but  Fig.  2  was  made  into  a  composite  draw- 
ing of  parasites  found  in  three  separate  cases,  in  order  to  represent  some  common 
phases  which  occur  in  this  type  of  film.  However,  the  figures  are  true  to  the 
average  numerical  relationship  found  in  a  simple  attack  of  aestivo-autumnal 
malaria  complicating  labor. 

Fig.  I.  A  film  from  the  mother's  peripheral  blood  stream  stained  with  Hast- 
ings' polychrome  modification.  This  film  revealed  an  average  of  about  3  para- 
sites to  each  microscopic  field  examined  (obj.  1/12,  oc  No.  8). 

A,  B,  and  C  represent  three  forms  of  the  yoimg  parasite. 

D  represents  a  large  l3rmphoc3rte  with  a  clump  of  phagoc3rted  pigment. 

E  is  a  polymorphonuclear  leucocyte. 

Fig.  2.  A  composite  drawing  made  from  the  placental  blood  films  of  3  cases. 
Two  of  the  cases  show  phases  of  degeneration  of  the  parasites  due  to  the  interval 
of  time  which  passed  before  films  could  be  prepared  from  the  specimens  received. 

A  is  a  large  lymphocyte  showing  phagocytic  activity.  These  cells  are  more 
commonly  observed  here  than  in  the  peripheral  blood. 

B  and  C  represent  the  commonest  types  of  parasites  encountered  in  the  fresh 
placental  film,  segmenting  and  presegmenting  forms.  Many  times  the  field  will 
be  crowded  with  these  forms,  while  in  lighter  infections  i  to  5  parasites  to  the 
field  are  found,  and  in  these  instances  it  seldom  happens  that  any  parasites  can 
be  found  in  a  peripheral  blood  film. 
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D  represents  the  appearance  of  such  parasites  as  C  when  24  hours  have 
elapsed  following  labor,  before  the  film  could  be  prepared.  By  the  use  of  expert 
methods  of  counterstaining  the  Hastings'  preparation  with  Giemsa  stain,  these 
parasites  can  be  made  to  resemble  presegmenting  types. 

E  is  the  smallest  parasite  usually  found  in  this  film. 

The  remaining  parasites,  which  show  poor  definition  and  stain  deeply  and 
irregularly,  represent  films  made  from  a  case  10  or  12  hours  after  the  end  of 
labor.    Magnification  the  same  as  in  Fig.  i. 
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AN  IMMUNOLOGICAL  STUDY  OF  BACILLUS 
INFLUENZJE. 

By  MARTHA  WOLLSTEIN,  M.D. 
(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research,) 

Plate  48. 

(Received  for  publication,  June  15,  191 5.) 

Bacillus  influenzcB  is  a  frequent  invader  of  the  human  body, 
where  it  either  causes  or  complicates  important  pathological  proc- 
esses. Among  the  pathological  conditions  which  it  produces  are 
bronchopneumonia,  empyema,  and  leptomeningitis ;  and  among  those 
in  which  it  accompanies  streptoccoci  and  pneumococci  are  the  com- 
mon laryngeal,  tracheal,  and  bronchial  affections.  Moreover,  it  is 
sometimes  associated  with  these  cocci  in  lobular  and  lobar  pneu- 
monia. 

According  to  the  location  and  severity  of  the  infections  the  influ- 
enza bacilli  remain  confined  to  the  local  lesions,  or  at  the  same  time 
invade  the  blood  stream.  When  they  are  confined  to  the  local  lesions 
in  the  respiratory  organs,  the  bacilli  tend  to  be  of  low  virulence  for 
animals.  When  they  invade  the  blood,  as  they  do  in  leptomeningitis 
and  in  some  instances  of  pneumonia,  they  tend  to  be  of  higher  viru- 
lence. Along  with  the  blood  invasion,  influenzal  suppurative  ar- 
thritis may  occur.  These  facts  suggested  the  problem  as  to  whether 
the  strains  of  influenza  bacilli  isolated  from  various  sources  are 
identical,  or  whether  they  may  be  differentiated  into  groups  on 
sound  biological  or  serological  grounds. 

Sources  of  the  Cultures. — ^The  strains  of  B.  influenzce  employed 
in  this  study  came  from  two  main  sources;  first,  the  respiratory 
mucous  membrane  or  the  lungs;  second,  the  cerebrospinal  fluid. 
The  respiratory  strains  were  usually  slightly  virulent,  the  other 
strains  more  virulent  for  laboratory  animals.  The  bacilli  isolated 
from  the  blood  both  before  and  after  death  were  always  compared 
with  the  respiratory  and  meningeal  cultures  obtained  during  life 
from  the  same  case.     This  applies  also  to  the  strains  isolated  from 
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suppurating  joints  occurring  as  a  complication  of  influenzal  bacte- 
riemia  with  meningitis. 

Criteria  ^of  Virulence  for  Animals, 

The  subject  of  virulence  or  pathogenicity  of  B.  influenzcB  for 
animals  has  been  dealt  with  in  previous  papers.^  It  will  suffice  to 
recapitulate  the  main  facts  in  this  place.  The  white  mouse  suc- 
cumbs to  intraperitoneal  injections  of  cultures  irrespective  of  their 
origin.  A  peritoneal  exudate  arises  which  contains  large  numbers 
of  the  influenza  bacilli,  as  does  the  heart's  blood.  Guinea  pigs  of 
200  grams'  weight,  on  the  other  hand,  succumbed  to  the  intraperi- 
toneal injection  of  one  blood  agar  culture  of  all  the  meningeal,  and 
to  about  one-half  of  the  respiratory,  strains  tested. 

It  is  by  means  of  the  rabbit  that  the  distinction  of  the  virulent  or 
pathogenic  strains  from  those  lacking  this  quality  is  accomplished. 
Rabbits  of  about  1,000  grams'  weight  are  employed.  Using  one 
blood  agar  culture  injected  intravenously  as  the  test  dose,  nineteen 
of  the  twenty  meningeal  strains  tested  caused  death  within  eighteen 
to  thirty  hours.  The  heart's  blood  in  fatal  cases  contained  large 
numbers  of  the  bacilli.  The  respiratory  strains  are  for  the  most  part 
non-pathogenic  for  rabbits.  Among  several  score  of  such  strains  I 
encountered  only  six  which  were  virulent  for  these  animals.  Four 
of  them  came  from  the  lungs  and  heart's  blood  and  two  from  the 
lungs  alone  (the  heart's  blood  being  free)  of  infants  at  the  Babies' 
Hospital.  In  none  of  the  six  cases  were  the  leptomeninges  involved. 
In  this  connection  it  may  be  mentioned  that  Batten^  described  a 
strain  of  B.  influenzcB  obtained  from  the  meninges  which  was 
wholly  devoid  of  pathogenic  properties  for  mice,  gfuinea  pigs,  and 
rabbits. 

Morphology, 

B.  influenzcB  is  subject  to  marked  variations  in  morphology.  Two 
main  forms  are  met  with,  the  short  and  the  long.  The  respiratory 
strains  usually  belong  to  the  first  class.  In  films  from  the  bronchial 
secretion  influenza  bacilli  are  short  and  rather  thick,  but  regular  in 

iWollstein,  M.,  Am.  Jour.  Dis.  Child.,  1911,  i,  42;  Jour.  Exper.  Med.,  1911, 
xiv,  73- 

2  Batten,  F.  E.,  lancet,  1910,  1,  1677. 


Digitized  by 


Google 


Martha  Wollstein.  447 

size.  On  blood  agar  plates  dew-drop  colonies  are  developed  which 
can  be  readily  differentiated  from  colonies  of  all  other  bacteria  by 
their  translucent,  colorless  appearance.  The  edges  are  quite  reg- 
ular, they  always  remain  small,  and  they  never  cause  hemolysis 
in  the  surrounding  mediimi.  The  bacilli  in  such  colonies  are  very 
short  and  regular,  often  coccoid  in  size,  with  deeply  staining  poles. 
No  threads  are  formed  (Fig.  4).  On  blood  agar  slants  the  growth 
is  very  profuse,  but  the  small  translucent  colonies  do  not  coalesce. 
In  the  condensation  water  of  the  tubes  threads  are  formed,  but  they 
are  never  long.  The  meningeal  strains  belong  to  the  second  class. 
The  bacilli  in  the  cerebrospinal  fluid  are  sometimes  remarkably 
long  and  thick,  and  so  little  do  they  resemble  the  usual  forms  of  B. 
inftuenzcB  that  the  diagnosis  of  influenzal  meningitis  from  films  alone 
becomes  difficult  (Fig.  i).  In  other  cases  short,  almost  round 
forms  appear  in  the  films  so  that  the  presence  of  a  coccus  may  be 
suspected  (Fig.  2).  Grown  on  moist  Slood  agar  plates  dew-drop 
colonies  are  produced,  in  which  the  individuals  may  be  swollen  and 
atypical  (Fig.  3).  When  transplanted  to  blood  agar  in  which  there 
is  less  free  fluid,  the  forms  become  typical.  Similarly,  an  excess 
of  bronchial  secretion  tends  to  cause  swelling  of  the  bacilli  in  respi- 
ratory strains,  but  the  typical  form  appears  in  subcultures.  The 
matter  of  moisture  present  affects  the  morphology  of  both  types. 
Even  so  the  meningeal  strains  tend  toward  larger,  more  definitely 
bacillary  forms,  and  incline  to  the  formation  of  larger  threads. 
When  the  meningeal  strains  are  recovered  from  the  peritoneal  cav- 
ity of  inoculated  animals  they  are  always  small  and  more  regular. 
But  the  next  subculture  again  shows  the  larger  bacillary  forms. 
The  form  tends  to  be  constant  for  each  strain.  Thus,  a  coccoid 
strain  is  apt  to  remain  small  and  regular  and  to  produce  only  short 
threads.  The  bacillary  forms,  on  the  other  hand,  tend  to  long 
thread  formation.  However,  after  long  periods  of  artificial  culti- 
vation (two  years  or  more)  both  the  coccoid  and  bacillary  forms, 
as  they  existed,  on  the  one  hand,  in  respiratory  and,  on  the  other, 
in  meningeal  lesions,  grow  larger  and  acquire  the  power  to  give  rise 
to  long  threads  (Figs.  5  and  7).  If  the  later  generations  are 
examined  within  the  first  twenty- four  hours  of  growth  some  minute 
bacilli  will  be  detected,  indicating  the  original  type  to  which  the 
strain  belongs. 
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A  medium  ill  suited  to  growth  leads  to  greater  irregularity  of 
form.  Thus  plain  agar  tubes  upon  which  a  small  amount  of  human 
blood  was  placed  gave  rise  upon  inoculation  of  various  strains  to 
typical  bacilli  on  the  one  hand,  and,  on  the  other,  to  long  interlacing 
threads,  recalling  the  leptothrix  threads  described  by  Ritchie*  (Fig. 
8).  The  latter  were  produced  by  one  meningeal  and  several  respi- 
ratory strains.  Subcultures  in  the  usual  medium  from  these  speci- 
mens yielded  the  typical  bacilli.  While  meningeal  and  respiratory 
strains  of  B,  infliiensce  differ  morphologically  they  present  no  points 
of  difference  in  their  method  of  growth  on  blood  agar  plates  and 
slants. 

Serological  Reactiofts, 

The  main  purpose  of  this  investigation  was,  as  stated,  a  minute 
study  of  the  immunological  or  serum  reactions  of  a  considerable 
number  of  strains  of  B.  influenzcB,  with  the  object  of  determining 
whether  the  strains  compose  one  or  more  groups,  irrespective  of  vir- 
ulence. For  this  purpose  immune  sera  were  employed,  of  which  the 
decisive  ones  were  those  prepared  in  the  rabbit  with  selected  strains 
of  the  cultures. 

Monovalent  sera  were  obtained  by  immunizing  rabbits  to  virulent 
and  non-virulent  strains  of  B,  influensce.  The  virulent  strains  iso- 
lated from  cases  of  influenzal  meningitis  were  well  borne  by  the 
animals  in  increasing  doses  over  a  period  of  three  to  five  months. 
The  respiratory  strains,  on  the  other  hand,  were  badly  borne,  the 
rabbits  becoming  emaciated  and  dying  after  a  dose  which  animals 
inoculated  with  virulent  cultures  were  well  able  to  bear.  From 
these  results  it  is  fair  to  argue  that  the  non-virulent  respiratory 
strains  do  not  produce  immune  bodies  in  sufficient  quantities  to 
protect  rabbits  against  repeated  and  increasing  doses  of  the  bacilli. 

Opsonins, — The  opsonic  content  of  the  monovalent  sera  was 
fairly  high,  phagocytosis  of  the  organisms  being  present  in  dilu- 
tions of  I  to  I, GOO.  No  specific  reaction  was  obtained,  however, 
the  heterologous  strains  being  taken  up  by  the  leucocytes  in  dilu- 
tions as  high  as  those  in  which  homologous  strains  were  phagocyted. 

Agglutinins. — The  monovalent  rabbit  sera  did  not  agglutinate 

3  Ritchie,  J.,  Jour.  Path,  and  Bacteriol,  1910,  xiv,  615. 
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homologous  strains  in  vitro  in  higher  dilutions  than  they  aggluti- 
nated heterologous  strains,  and  no  reaction  was  obtained  above  a 
dilution  of  i  to  lOO. 

Bull's*  experiments  have  shown  that  agglutination  in  vitro  may 
give  different  results  from  agglutination  of  the  same  bacteria  in 
vivo.  Therefore,  his  method  was  used  to  compare  the  strains  of 
influenza  bacilli.  Two  young  rabbits  were  inoculated  intravenously 
with  a  non-virulent  respiratory  and  a  virulent  meningeal  culture, 
respectively.  Blood  was  taken  from  the  heart  at  intervals  of  thirty 
seconds  to  eighteen  minutes,  and  slides  were  prepared.  The  respira- 
tory culture  showed  marked  clumping  within  one  minute  after  inoc- 
ulation, and  in  five  minutes  no  bacilli  could  be  demonstrated  in  the 
blood.  The  meningeal  culture  was  not  agglutinated  at  all  by  the 
blood  of  the  inoculated  rabbit,  and  at  the  end  of  eighteen  minutes 
the  bacilli  were  as  numerous  as  they  had  been  half  a  minute  after  the 
injection.  The  difference  in  the  two  results  was  very  striking  and 
clean  cut.  On  killing  the  animals  the  bacilli  of  the  respiratory 
strain  were  found  within  leucocytes  in  the  liver,  spleen,  and  lungs, 
while  the  virulent  (meningeal)  bacilli  were  found  only  in  small 
numbers  in  the  organs  and  were  extracellular.  A  third  rabbit  was 
inoculated  with  a  meningeal  culture  which  had  been  isolated  two 
years  before,  and  which  had  lost  its  virulence  for  rabbits.  The 
result  was  identical  with  that  obtained  with  the  non-virulent  res- 
piratory strain,  proving  again  that  the  difference  between  the  two 
strains  is  not  absolute  but  only  relative. 

Complement  Deviation. — Antigens  were  prepared  from  seven 
non-virulent  respiratory  strains  and  from  seven  virulent  meningitis 
strains,  according  to  the  method  used  in  the  research  laboratories 
of  the  New  York  Board  of  Health.  I  am  indebted  to  Miss  Olm- 
stead  for  a  description  of  this  method,  which  is  similar  to  the  one 
described  by  Schwartz  and  McNeiP  for  gonococcus  antigens,  except 
that  the  suspensions  of  influenza  bacilli  are  kept  at  55°  C.  over  night, 
since  they  undergo  autolysis  very  slowly.  At  the  end  of  the  period 
of  autolysis,  which  lasted  from  fourteen  to  eighteen  hours,  a  differ- 

*Bull,  C.  G.,  Jour.  Exper.  Med.,  191 5,  xxii,  484. 

5  Schwartz,  H.  J.,  and  McNeil,  A.,  Am.  Jour.  Med.  Sc,  1912,  cxliv,  815. 
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ential  point  between  respiratory  and  meningeal  strains  of  influenza 
bacilli  was  noted  in  the  appearance  of  the  fluid.  The  suspensions 
of  the  meningeal  cultures  were  invariably  turbid,  with  a  compara- 
tively small  precipitate  in  the  tube.  The  suspension  of  the  respira- 
tory strains,  on  the  other  hand,  showed  a  perfectly  clear  fluid  above  a 
large  amount  of  precipitate.  In  other  words,  the  bodies  of  the  non- 
pathogenic bacilli  underwent  less  perfect  dissolution  than  did  the 
bodies  of  the  pathogenic  strains.  The  appearances  of  the  precipi- 
tates as  revealed  by  stained  films  under  the  microscope  were  quite 
similar.  The  bacilli  no  longer  stained  deeply  and  were  more  or  less 
disintegrated 

All  the  antigens  were  tested  against  two  monovalent  rabbit  sera 
immune  to  the  meningeal  strains,  and  against  two  rabbit  sera  im- 
mune to  the  respiratory  strains.  The  results  are  given  in  Tables  I 
to  IV. 

TABLE  I. 

Complement  Deviation. 
Immune  Serum  of  Respiratory  Strains  +  Antigens  of  Respiratory  Strains, 


Complement. 

Guinea  pig 

serum  1:40 

dilution. 

Antigen. 

Immune  serum 
(Robinson). 

Anti-sheep 

rabbit  serum 

z:z.ooo  dilution. 

Sheep  corpuscles 
1:20  dilution. 

Result. 

CC. 
O.I 
O.I 
O.I 
O.I 

I.   R. 

CC. 

0.3 
0.2 

O.I 
0.2 

CC. 
O.I 
O.I 
O.I 
0.05 

CC. 
0.25 
0.25 
0.25 
0.25 

CC. 
0.25 
0.25 
0.25 
0.25 

No  hemolysis. 
Some  hemolysis. 
Hemolsrsis. 

O.I 
O.I 
O.I 
O.I 

2.   S. 

0.3 
0.2 
O.I 
0.2 

O.I 
O.I 
O.I 

0.05 

0.25 
0.25 

0.25 
0.25 

0.25 
0.25 
0.25 
0.25 

No  hemolysis. 
Hemolysis. 

O.I 
O.I 

3.  c. 

0.3 
0.2 

O.I 
O.I 

0.25 
0.25 

0.25 
0.25 

No  hemolysis. 

O.I 
O.I 
O.I 

O.I 

0.05 

0.2 

O.I 
O.I 

0.05 

0.25 

0.25 

0.25 

0.25 
0.25 
0.25 

Hemoljrsis. 

O.I 
O.I 

4.  F. 

0.3 
0.2 

O.I 
O.I 

0.25 

0.25 

0.25 
0.25 

No  hemolysis. 
Hemolysis. 

O.I 
O.I 

5.  M. 

0.3 
0.2 

O.I 
O.I 

0.25 
0.25 

0.25 
0.25 

No  hemolysis. 
Hemolysis. 

O.I 
O.I 

6.  M.O 

.  0.3 
0.2 

O.I 
O.I 

0.25 
0.25 

0.25 
0.25 

No  hemolysis. 
Hemolysis. 

O.I 

7.  L. 

0.3 

O.I 

0.25 

0.25 

•• 
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TABLE  II. 

Complement  Deviation, 

Immune  Sera  of  Respiratory  Strains  +  Antigens  of  Meningeal  Strains, 


Complement. 

Gainea  pig 

serum  1:40 

dilution. 

Antigen. 

Immune  serum 
(Robinson). 

Anti-sheep 
f  rabbit  serum 
t:z.ooo  dilution. 

Sheep  cor- 
puscles z'.ao 
dilution. 

Result. 

CC. 
O.I 
O.I 

I.  D. 

CC. 

0.3 
0.2 

CC. 
O.I 
O.I 

CC. 
0.25 

CC. 
0.25 

No  hemolysis. 
Hemolysis. 

O.I 
O.I 
O.I 
O.I 

2,  B.H. 

0-3 
0.2 
0.1 
0.2 

O.I 
O.I 
O.I 
0.05 

0.25 
0.25 
0.25 
0.25 

0.25 
0.25 
0.25 
0.25 

No  hemolysis. 
Hemolysis. 

O.I 
O.I 
O.I 
O.I 

3.  N.Y.H. 

0.3 
0.2 
0.1 
0.2 

O.I 
O.I 
O.I 
0.05 

0.25 
0.25 
0.25 
0.25 

0.25 
0.25 
0.25 
0.25 

No  hemolsrsis. 
Some  hemolysis. 
Hemolysis. 

O.I 

o.r 
0.1 
0.1 

4.  Ch. 

0.3 
0.2 
0.1 
0.2 

O.I 
O.I 
O.I 

0.05 

0.25 
0.25 
0.25 
0.25 

0.25 
0.25 
0.25 
0.25 

No  hemolsrsis. 
Some  hemolysis. 
Hemolysis. 

0.1 
0.1 

5.  P. 

0.3 
0.2 

O.I 
O.I 

0.25 
0.25 

0.25 
0.25 

No  hemolysis. 
Hemolysis. 

0.1 
0.1 

6.  F.A. 

0.3 
0.3 

0.2 
O.I 

0.25 

0.25 

0.25 
0.25 

" 

0.1 
0.1 

7.  L.F. 

0.3 
0.3 

0.^ 
O.I 

0.25 

0.25 

0.25 
0.25 

•. 

Thus  it  follows  that  all  the  sera  made  by  immunizing  rabbits 
with  meningeal  or  with  respiratory  strains  of  influenza  bacilli  con- 
tained immune  bodies  capable  of  binding  complement  in  the  pres- 
ence of  antigens  made  from  both  virulent  and  non-virulent  strains. 
But  the  sera  obtained  with  the  virulent  organisms  gave  binding  in 
higher  dilutions  than  did  the  sera  made  from  non-virulent  bacilli. 
In  other  words,  the  sera  obtained  by  immunizing  rabbits  with 
virulent  influenza  bacilli  contained  immune  bodies  capable  of  unit- 
ing with  their  homologous  antigens  in  comparatively  high  dilu- 
tions, and  with  heterologous  antigens  in  lower  dilutions;  while 
the  sera  resulting  from  the  inoculation  of  rabbits  with  non-virulent 
influenza  bacilli  contained  less  complement  binding  body  for  all 
antigens. 

An  antigen  made  from  a  particular  respiratory  strain  reacted  with 
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TABLE  III. 

Complement  Deviation. 

Immune  Sera  of  Meningeal  Strains  +  Antigens  of  Meningeal  Strains. 


Complement. 

Guinea  pig 

serum  i^o 

dilution. 

Antigen. 

Immune  serum. 

Anti-sheep 

rabbit  serum 

z:z,ooo 

dilution. 

Sheep  cor- 
puscles i:ao 
dilution. 

Result. 

CC. 

CC. 

CC. 

CC. 

CC. 

O.I 

I.  B.H. 

O.I 

1.  B.H.      O.I 

0.25 

0.25 

No  hemolysis. 

O.I 

O.I 

0.05 

0.25 

0.25 

(•          *« 

O.I 
O.I 

O.I 
O.I 

0.03 

O.OI 

0.25 
0.25 

0.25 
0.25 

Hemolysis. 

O.I 

2.  Ch. 

O.I 

O.I 

0.25 

0.25 

No  hemolysis. 

O.I 
O.I 
O.I 

O.I 
O.I 
O.I 

0.05 
0.03 

O.OI 

0.25 
0.25 
0.25 

0.25 
0.25 
0.25 

Some  hemolysis. 
Hemolysis. 

O.I 

3.  N.Y.H 

.0.1 

O.I 

0.25 

0.25 

No  hemolysis. 

O.I 

O.I 

0.05 

0.25 

0.25 

if          *< 

O.I 
O.I 

O.I 
O.I 

0.03 

O.OI 

0.25 
0.25 

0.25 
0.25 

Hemolysis. 

O.I 

4.  F.A. 

O.I 

O.I 

0.25 

0.25 

No  hemolysis. 

O.I 
0*1 

O.I 
O.I 

0.05 
0.03 

0.25 
0.25 

0.25 

0.25 

Hemolysis. 

O.I 
O.I 

5.  D. 

O.I 
O.I 

O.I 

0.05 

0.25 
0.25 

0.25 
0.25 

No  hemolysis. 
Hemolysis. 

O.I 

6.  P. 

O.I 

O.I 

0.25 

0.25 

No  hemolysis. 

O.I 
O.I 

O.I 

O.I 

0.05 
0.03 

0.25 
0.25 

0.25 
0.25 

Hemolysis. 

O.I 

I.  B.H. 

O.I 

2.  N.Y.H.  O.I 

0.25 

0.25 

No  hemolysis. 

O.I 
O.I 
O.I 

O.I 
O.I 
O.I 

0.05 
0.03 

O.OI 

0.25 

0.25 

0.25 

0.25 

0.25 
0.25 

Some  hemolsrsis. 
Hemolysis. 

O.I 

2.  N.Y.H 

.  O.I 

O.I 

0.25 

0.25 

No  hemolysis. 

O.I 

O.I 

0.05 

0.25 

0.25 

**           '* 

O.I 
O.I 

O.I 
O.I 

0.03 

O.OI 

0.25 
0.25 

0.25 
0.25 

Hemolysis. 

O.I 

3.  D. 

O.I 

O.I 

0.25 

0.25 

No  hemolysis. 

O.I 
O.I 

O.I 
O.I 

0.05 
0.03 

0.25 

0.25 

0.25 

0.25 

Hemolysis. 

a  heterologous  serum  (i.  e.,  from  a  meningeal  strain)  in  lower  dilu- 
tion than  with  its  own  serum.  However,  still  another  respiratory 
strain  failed  to  bind  at  all  with  any  immune  serum.  Since  these 
results  were  obtained  in  repeated  tests  with  antigens  made  from  the 
two  strains  and  at  different  times,  they  are  probably  not  to  be  re- 
garded as  accidental,  but  as  indicating  that  the  respiratory  strains 
differ  among  themselves  in  strength  of  antigenic  power.  With  this 
conclusion  the  protection  experiments  also  agree. 
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TABLE  IV. 

Complement  Deviation. 

Immune  Sera  of  Meningeal  Strains  +  Antigens  of  Respiratory  Strains. 


Complement. 

Guinea  pig 

serum  1:40 

dilution. 

Antigen. 

Immune  serum. 

AnU-shecp 

rabbit  serum 

z:i.ooo  dilution. 

Sheep  cor- 
puscles x:ao 
dilution. 

Result. 

CC. 
O.I 
O.I 
O.I 
O.I 

I.  R. 

CC. 

0.2 
0.2 
0.2 
0.2 

CC. 
I.  N.Y.H.  0.1 
0.05 
0.03 

O.OI 

CC. 
0.25 
0.25 
0.25 
0.25 

CC. 

0.25 
0.25 
0.25 
0.25 

No  hemolysis. 
•«           •• 

Hemolysis. 

O.I 
O.I 
O.I 
O.I 

2.   S. 

0.2 
0.1 
0.2 
0.3 

0.1 
0.1 
0.05 
0.05 

0.25 
0.25 
0.25 
0.25 

0.25 

0.2S 
0.25 
0.25 

No  hemolysis. 
Hemolysis. 

O.I 
O.I 
O.I 
O.I 

3.  c. 

0.3 
0.2 
0.1 
0.05 

0.1 
0.1 
0.1 
0.1 

0.25 
0.25 
0.25 
0.25 

0.25 
0.25 
0.25 
0.25 

No  hemolysis. 

«(                              4i 

Hemolysis. 

O.I 
O.I 

4.  F. 

0.3 
0.2 

0.1 
0.1 

0.25 
0.25 

0.25 
0.25 

Some  hemolysis. 
Hemolysis. 

O.I 
O.I 

I.  M. 

0.3 
0.2 

2.  B.H.       0.1 
0.1 

0.25 
0.25 

0.25 
0.25 

No  hemolysis. 
Hemolysis. 

O.I 
O.I 

2.  Ma 

0.3 
0.2 

0.1 
0.1 

0.25 
0.25 

0.25 
0.25 

No  hemolysis. 
Hemolysis. 

O.I 
O.I 
O.I 
O.I 

3.  s. 

0.2 
0.1 
0.2 
0.3 

0.1 
0.1 
0.05 
0.05 

0.25 
0.25 
0.25 
0.25 

0.25 
0.25 
0.25 
0.25 

No  hemolysis. 
Some  hemolysis. 
Hemolysis. 

O.I 
O.I 
O.I 

4.  c. 

0.2 
0.1 
COS 

0.1 
0.1 
0.1 

0.25 
0.25 
0.25 

0.25 
0.25 
0.25 

No  hemolysis. 
Hemolysis. 

O.I 

5.  L. 

0.3 

0.1 

0.25 

0.25 

" 

While  the  test  of  complement  deviation  brings  out  a  difference 
between  the  strains  of  influenza  bacilli  isolated  from  the  respiratory 
tract  and  those  obtained  from  the  meninges,  the  difference  is  simply 
one  of  degree  and  not  of  kind.  The  sera  and  antigens  made  from 
resjfiratory  strains  were  both  much  weaker  than  were  those  made 
from  the  meningeal  strains.  This  fact  is  probably  explained  by  the 
imperfect  autolysis  of  the  cultures  derived  from  the  respiratory  tract 
and  by  their  inability  to  produce  more  than  a  small  amount  of 
protective  immune  bodies  in  inoculated  rabbits.  The  antigenic 
proi>erties  of  the  respiratory  cultures  are  far  weaker  than  are  those 
of  the  strains  isolated  from  the  meninges. 
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Protection. — In  order  to  determine  whether  the  non-virulent  res- 
piratory strains  which  did  not  kill  rabbits  eHcit  the  production  of 
immune  bodies,  the  surviving  rabbits  were  reinoculated  at  various 
intervals  with  virulent  meningeal  strains. 

Ten  strains  of  B.  influenzcu,  isolated  from  the  respiratory  tract, 
were  found  to  be  totally  unable  to  afford  any  protection  to  young 
rabbits  against  a  subsequent  inoculation  with  virulent  strains.  On 
the  other  hand,  two  respiratory  cultures  which  did  not  kill  rabbits 
in  the  ordinary  lethal  dose  (one  blood  agar  slant)  of  the  standard 
virulent  strains  did  protect  the  animals  from  a  lethal  dose  of  a 
virulent  culture  injected  after  two  to  four  weeks.  As  was  to  be 
expected,  sublethal  doses  of  virulent  cultures,  whether  of  meningeal 
or  of  respiratory  origin,  protected  rabbits  against  full  doses  given 
twelve  days  to  three  weeks  later. 

It  is  apparent  that  the  respiratory  strains  are  not  identical,  but 
that  they  differ  among  themselves  in  the  amount  of  protective  im- 
mune bodies  they  are  able  to  develop  in  rabbits,  just  as  they  differ 
in  the  amount  of  complement  binding  body  they  produce. 

The  following  protocols  illustrate  these  results. 

Protocols. 

Experiment  I. — ^Jan.  15.  Rabbit,  weight  962  gm.  Inoculated  intravenously 
with  I  blood  agar  slant  of  respiratory  strain  R  of  24  hours'  growth  suspended 
in  I  cc  of  salt  solution. 

Jan.  16.    Rabbit  alive,  apparently  well 

Jan.  18.    Rabbit  quite  well 

Jan.  30.  Rabbit  reinoculated  intravenously  with  i  blood  agar  slant  of  menin- 
geal strain  N  of  24  hours'  growth,  suspended  in  i  cc  of  salt  solution. 

Jan.  31.    A.  m.    Rabbit  ill. 

P.  m.,  29  hours  after  inoculation,  rabbit  died. 

Experiment  II  a.— Jan.  16.  Rabbit,  weight  975  gm.  Inoculated  intravenously 
with  I  blood  agar  slant  of  menmgeal  strain  H  of  24  hours'  growth,  in  i  cc  of 
salt  solution. 

Jan.  17.    Rabbit  dead.    Profuse  growth  of  B.  influenza  from  heart's  blood. 

Experiment  II  6.— Jan.  19. .  Rabbit,  weight  975  gm.  Inoculated  intravenously 
with  J^  blood  agar  slant  of  meningeal  strain  H  of  24  hours'  growth,  suspended 
in  I  cc  of  salt  solution. 

Jan.  20.    Rabbit  quite  ill. 

Jan.  22.    Rabbit  well. 

Feb.  3.    Inoculated  with  one  culture  of  meningeal  strain  N. 

Feb.  5.    Rabbit  well. 
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Experiment  III. — ^Jan.  19.  Rabbit,  weight  970  gm.  Inoculated  intravenously 
with  I  blood  agar  slant  of  respiratory  strain  C  of  24  hours'  growth,  suspended 
in  I  cc  of  salt  solution. 

Jan.  20.    Rabbit  well. 

Feb.  ID.  Inoculated  intravenously  with  i  culture  of  meningeal  strain  N  in 
I  cc.  of  salt  solution. 

Feb.  15.    Rabbit  well 


SUMMARY. 

Influenza  bacilli  isolated  from  various  pathological  processes  in 
man  differ  widely  in  pathogenic  power  for  animals,  especially 
rabbits.  While  the  cultures  derived  from  the  leptomeninges  and 
blood,  and  rarely  from  the  pneimionic  lung  are  pathogenic,  those 
generally  derived  from  the  respiratory  tract  exhibit  little  or  no  viru- 
lence for  rabbits. 

The  two  types  of  cultures  as  indicated  by  virulence  for  animals 
do  not  differ  in  kind,  but  only  in  degree,  in  relation  to  the  sero- 
logical tests  of  agglutination,  complement  deviation,  and  opsonifi- 
cation. 

The  two  t)rpes  of  cultures  do,  however,  differ  with  respect  to 
their  ability  to  undergo  autolysis.  While  the  virulent  cultures 
autolyze  almost  completely,  yielding  a  turbid  supernatant  fluid  and 
little  sediment,  the  non-virulent  cultures  give  rise  to  an  abundant 
sediment  and  a  clear  supernatant  fluid. 

The  non-virulent  cultures  incite  far  less  antibody  production  in 
rabbits.  Hence,  rabbits  inoculated  with  non-virulent  strains  yield 
sera  possessing  low  antibody  content.  Conversely,  rabbits  inoc- 
ulated with  virulent  strains  yield  sera  possessing  a  higher  cont^ent 
of  antibody. 

In  keeping  with  and  possibly  because  of  the  low  antibody  content 
of  the  sera  of  rabbits  inoculated  with  the  non-pathogenic  strains,  the 
rabbits  so  treated  are  not,  as  a  rule,  protected  against  subsequent 
inoculation  with  virulent  strains. 

Influenza  bacilli  therefore  vary  in  pathogenic  effect  both  for  man 
and  animals,  but  they3i:^  not  distinguishable  by  means  of  serolog- 
ical reactions  into  different  types.  Apparently  all  influenza  bacilli 
belong  to  one  class  or  race  irrespective  of  origin  or  virulence. 
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EXPLANATION  OF  PLATE  48. 

Fig.  I.  Large  forms  of  B.  influenz<B  in  a  film  from  cerebrospinal  fluid  in  a 
case  of  seropurulent  leptomeningitis. 

Fig.  2.  Small  forms  of  B,  influem<B  in  a  film  from  cerebrospinal  fluid  in  a 
case  of  seropurulent  leptomeningitis.    Some  phagoc3rtosis. 

Fig.  3.  Impression  from  a  colony  of  B.  influenz<B  on  a  moist  blood  agar  plate. 
Note  long  and  swollen  forms,  also  polar  staining.    Meningeal  strain. 

Fig.  4.  Characteristic  small  type  culture  of  B.  influenza;  20  hours'  growth. 
Respiratory  strain. 

Fig.  5.    Large  type  culture  of  B.  influens<B  after  2  years  of  artificial  cultivation. 

Fig.  6.  Same  strain  as  Fig.  5  from  peritoneal  cavity  of  guinea  pig  24  hours 
after  inoculation. 

Fig.  7.    Small  type  of  B.  influenza  after  2  years  of  artificial  cultivation. 

Fig.  8.  Culture  of  B.  influenza  on  blood  smeared  agar,  showing  interlacing 
threads. 
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PLATE  48. 


(Wollstein:  Immunological  Study  of  Bacillus  infiuenzcr.) 
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THE    MECHANISM   OF   THE   CURATIVE  ACTION   OF 
ANTIPNEUMOCOCCUS  SERUM. 

By  CARROLL  G.  BULL,  M.D. 
(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research,) 

Plates  49  to  52. 
(Received  for  publication,  June  i,  191 5.) 

In  a  previous  paper^  I  reported  on  the  course  of  the  septicemia 
in  the  rabbit  which  follows  an  intravenous  injection  of  pneumo- 
cocci.  In  brief  it  is  as  follows :  By  making  blood  cultures  at  fre- 
quent intervals  it  was  found  that  the  course  was  determined  largely 
by  the  number  and  virulence  of  the  bacteria  injected.  The  injection 
of  a  relatively  small  number  of  pneumococci  of  low  virulence  is  fol- 
lowed in  a  few  hours  by  a  sterile  condition  of  the  blood,  and  the  bac- 
teria do  not  reappear  in  the  circulation.  When  large  numbers  of 
similar  pneumococci  are  injected  or  when  a  small  number  of  a  viru- 
lent strain  is  given,  the  initial  decrease  in  the  number  of  bacteria 
in  the  blood  takes  place  less  rapidly  and  completely  and,  after  an 
interval  of  five  or  six  hours,  an  increase  occurs.  When,  however, 
large  numbers  of  virulent  pneumococci  are  injected,  a  slight  initial 
fall  occurs  and  death  results  in  a  few  hours  from  severe  bacteremia. 

These  results,  it  was  noted  at  the  time,  could  be  completely 
changed  if  a  small  quantity  of  active  antipneumococcus  serum  was 
injected.  Under  these  conditions  the  bacteria  even  when  highly 
virulent  were  abruptly  swept  from  the  blood.  No  explanation  of 
the  phenomenon  was  attempted  at  the  time.  It  is  well  known  that 
the  immune  serum  is  devoid  of  bactericidal  properties  in  vitro.  On 
the  other  hand,  bacteriotropic  substances  are  demonstrable  both  in 
vitro  and  in  vivo  and  Neufeld  and  others  believe  that  a  relation 
exists  between  bacteriotropic  value  and  protective  action.^     The 

1  Bull,  C.  G.,  Jour,  Exper,  Med,,  1914,  xx,  237. 

2  For  previous  work  and  literature  on  these  points  the  following  references 
arc  given:  Neufeld,  R,  and  Rimpau,  W.,  Ztschr.  f.  Hyg,  u.  Infectionskrankh,, 
1905,  li,  283.  Boehncke,  K.  E.,  and  Mouriz-Riesgo,  J.,  Ztschr,  f,  Hyg,  u.  Infec- 
tionskrankh., 1915,  Ixxix,  355.    Cole,  R.,  Arch,  Int.  Med.,  1914,  xiv,  56. 

457 


Digitized  by 


Google 


458  Curative  Action  of  Antipneumococcus  Serum. 

question  therefore  arises  as  to  what  the  abrupt  disappearance  of  the 
pneumococci  from  the  circulation  is  due  and  whether  it  is  the  result 
of  the  action  of  one  or  more  of  the  antibodies  contained  in  the 
blood  and  the  immune  serum,  and  which  of  them  plays  the  essen- 
tial part. 

EXPERIMENTAL. 

The  investigation  of  the  pneumococcus  was  rendered  far  easier 
than  it  otherwise  would  have  been  by  the  fact  that  the  Hospital  of 
The  Rockefeller  Institute  kindly  supplied  several  types^  of  the 
pneumococcus  with  their  corresponding  immune  horse  serum.  Al- 
though the  majority  of  the  experiments  were  made  with  a  virulent 
pneumococcus  of  Type  I,  Types  II  and  IV  were  also  employed  to 
supplement  and  extend  the  study.  Since  the  investigation  of  the 
blood  of  the  rabbits,  employed  for  the  tests,  during  life  proved 
an  essential  part  of  the  experiments,  a  brief  description  of  the 
procedures  will  be  introduced  here.  They  will  not  be  repeated  in 
connection  with  the  illustrative  experiments  given. 

Bloiod  Cultures, — The  number  of  bacteria  in  the  blood  stream  was 
determined  by  taking  a  small  quantity  of  blood  from  the  heart  with 
a  graduated  pipette  to  which  a  needle  was  attached  by  means  of  a 
thick-walled  rubber  tube.  A  measured  quantity  of  the  blood  was 
immediately  diluted  with  a  large  quantity  of  sterile  physiological 
salt  solution  and  portions  of  the  dilutions  were  added  to  Petri  dishes 
containing  sterile  defibrinated  rabbit  blood.  The  colonies  were 
counted  after  twenty-four  hours'  incubation.  The  plating  was 
done  in  this  manner  throughout  the  work. 

Microscopic  Examination  of  the  Blood. — For  microscopic  exam- 
ination the  blood  was  obtained  as  described  above  and  heavy  films 
were  made  on  slides.  The  films  were  allowed  to  dry  in  the  air, 
fixed  in  methyl  alcohol,  and  stained  with  a  dilute  solution  of  Man- 
son's  stain.  In  this  way  every  bacterium  is  rendered  visible,  inde- 
pendently of  the  thickness  of  the  smear. 

Microscopic  Examination  of  the  Tissues, — ^Tissues  were  prepared 
for  microscopical  study  by  crushing  and  sectioning.  For  the 
crushed  preparations,  the  fresh  tissues  were  finely  crushed  in  tissue 
crushers,  portions  of  the  pulp  spread  on  slides,  fixed  in  a  flame, 

8  Dochez,  A.  R.,  and  Gillespie,  L.  J.,  Jour,  Am.  Med,  Assn.,  1913,  Ixi,  727. 
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and  stained  by  Gramas  method.     Sections  were  stained  by  Gram's 
method,  eosin  and  methylene  blue,  and  hematoxylin  and  eosin. 

Immune  Serum  in  Pneumococcus  Septicemia  in  Rabbits. — It  has 
been  stated  that  the  immediate  effect  of  the  injection  of  an  active 
immune  serum  into  the  blood  of  rabbits  in  which  many  pneumo- 
cocci  are  present  is  to  bring  about  an  abrupt  disappearance  of  the 
bacteria  from  the  circulation,  although  they  may  later  return.  This 
effect  is  illustrated  by  Experiment  I  in  which  a  bacteremia  is  pro- 
duced by  the  injection  of  a  culture  of  virulent  pneumococcus. 

Experiment  i. — ^  rabbits  received  each  in  the  ear  vein  an  intravenous  injection 
of  Ou|  cc.  per  kilo  of  an  i8  hour  bouillon  culture  of  a  Type  I  pneumococcus.  2 
of  the  4  animals  received  an  intravenous  injection  i  minute  later  of  the  homolo- 
gous immune  serum  in  the  opposite  ear  vein,  while  the  remaining  2  were  un- 
treated. Blood  cultures,  by  the  method  described,  were  made  from  all  the 
animals.    The  result  is  summarized  in  Table  I. 


TABLE  I. 


1 

Immune 

Colonies  of  bac- 

Colonies of  bac- 

Rabbit ' 

Weight. 

serum  per 

teria  z  minute 

teria  Z5  {ninutes 

Remarks. 

No. 

kilo. 

after  serum  in- 
jection. 

after  serum  in- 
jection. 

gm. 

U. 

I 

i.SSO 

0.2 

1,320.000 

0 

Bacteremia  after  12  hrs.; 
death  in  36  hrs. 

"  i 

1.650 

0.5 

1.250,000 

0 

Bacteremia;  death  in  48  hrs. 

III  ' 

1 

1,850 

0 

1,260,000 

1,100,000 

Bacteria  did  not  leave 
blood;  death  within  24 
hrs. 

IV     , 

I.57S 

0 

1,330.000 

1,275,000 

Same  as  Rabbit  III. 

As  Experiment  I  shows,  the  immtme  serum  brings  about  a 
rapid  disappearance  of  the  bacteria  from  the  blood.  Other  experi- 
ments directed  to  the  answer  of  the  question  indicated  that  the 
time  required  for  the  blood  to  be  rendered  sterile  depends,  first,  on 
the  number  of  the  bacteria  injected,  and,  second  and  especially,  on 
the  amotmt  of  serum  given.  The  phenomenon  of  abrupt  removal 
seems  to  be  independent  of  the  virulence  of  the  pneumococci,  al- 
though the  end  result  is  determined  by  the  virulence.  It  can  be 
predicted  that  had  the  pneimiococci  been  of  lower  virulence  Rabbits 
I  and  II  would  have  recovered  and  the  bacteria  would  not  have  re- 
appeared in  the  blood  at  all. 
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Mechanism  of  the  Removal  Process. 

The  immediate  effect,  therefore,  of  the  immune  serum  is  to 
cause  the  pneumococci  to  be  rapidly  removed  from  the  blood 
stream.  This  action  is  exercised  independently  of  the  end  result; 
namely,  whether  the  bacteria  are  to  be  permanently  suppressed,  or 
whether  they  reappear  later  and  cause  the  death  of  the  animals. 
The  question  which  presents  itself  for  solution  is  the  manner  in 
which  the  removal  is  accomplished. 

It  is  known  that  an  immune  serum  even  in  the  fresh  state  is  de- 
void of  bactericidal  action  on  pneimiococci  in  vitro.  It  was  de- 
sirable to  ascertain  the  effect  of  the  whole  blood  tmder  the  same 
conditions.  Tests  were  made  by  adding  to  fresh  rabbit's  blood, 
either  hirudinized  or  defibrinated,  varying  quantities  of  immune 
serum  and  a  convenient  number  of  pneumococci  and  then  plating 
the  mixture  at  stated  periods  during  twenty-four  hours.  It  suf- 
ficed to  add  two  drops  of  a  bouillon  culture,  twenty- four  hours  old, 
to  each  cc.  of  the  blood  and  immune  serum  mixture. 

The  effect  of  the  immune  serum  was  to  cause  great  reduction  in 
the  number  of  colonies  developing  on  the  plates  made  from  the 
second  to  the  twelfth  hour.  The  later  plates  showed  increasing 
numbers  of  colonies  and  those  made  at  the  expiration  of  twenty- 
four  hours  corresponded  with  the  control  plates.  The  smallest 
number  of  colonies  on  a  plate  was  ten  to  twenty;  sterility  was 
never  achieved. 

In  following  with  the  microscope  the  changes  taking  pjace  in 
the  test-tubes  it  was  found  that  what  appeared  to  be  destruction  of 
the  pneumococci  was  actually  an  agglutination  of  the  bacteria 
through  which  the  number  of  colonies  was  reduced.  Definite  clumps 
were  discovered  in  tu'bes  in  which  the  proportion  of  immtme  serum 
was  I  to  500.  This  fact  is  noteworthy  since  the  macroscopic  ag- 
glutination titer  of  the  serum  was  i  to  50. 

Agglutination  and  Phagocytosis  in  Vivo. 

It  now  became  desirable  to  investigate  the  same  points  imder 
the  conditions  of  the  living  body.  Experiments  2  and  3  were  per- 
formed for  that  purpose. 
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Experiment  2, — A  rabbit  having  been  inoculated  by  intravenous  injection  with 
a  small  quantity  of  a  bouillon  culture  of  a  virulent  pneumococcus  was  permitted 
to  develop  a  severe  bacteremia  which  required  about  10  hours.  At  that  time  i 
cc  of  immune  serum  was  injected  into  the  ear  vein,  after  which  specimens  of 
blood  were  taken  from  the  heart  at  intervals  of  from  30  seconds  to  5  minutes. 
Film  preparations  were  prepared  with  each  specimen,  fixed  in  methyl  alcohol, 
and  stained  with  Manson's  stain. 

The  specimen  taken  before  the  serum  was  injected  showed  numerous  diplo- 
cocci  distributed  evenly  throughout  the  blood.  The  specimen  taken  i  minute 
after  the  serum  was  given  revealed  large  clumps  of  diplococci  (Figs,  i  and  2). 
The  next  specimen  removed  showed  progressively  fewer  clumps  until  the  5 
minute  specimen  was  reached,  when  no  diplococci  whatever  were  found. 

At  the  expiration  of  30  minutes  after  the  injection  of  the  immune  serum  the 
rabbit  was  killed.  The  lungs,  liver,  spleen,  and  kidney  were  put  through  the 
crusher,  and  film  preparations  were  made  from  each.  Clumps  of  diplococci  were 
found  in  the  lungs,  liver,  and  spleen  (Figs.  3,  4,  and  5),  while  very  few  clumps 
were  present  in  the  kidney.  The  masses  of  diplococci  were  sometimes  free,  but 
usually  they  were  contained  within  phagocytic  cells  and  chiefly  within  polymor- 
phonuclear leucocytes,  especially  in  the  lung,  liver,  and  spleen  (Figs.  6,  7,  8,  and 
9).  Sections  of  the  organs  were  also  prepared,  but  they  were  less  informing 
than  the  crushed  tissues.  The  sections  exhibited,  however,  groups  of  leucocytes 
in  the  capillaries  and  other  small  vessels  of  the  lungs,  the  sinusoids  of  the  liver, 
and  the  blood  spaces  of  the  spleen,  of  which  a  part  enclosed  cltunps  of  diplococci 
(Figs.  12,  13,  14,  15). 

Experiment  S- — ^^  this  animal  the  equivalent  of  a  developed  bacteremia  was 
induced  by  injecting  into  an  ear  vein  the  virulent  pneumococci  derived  by  cen- 
trifugalization  from  50  cc.  of  a  twenty-four  hour  old  bouillon  culture.  After  2 
minutes  a  film  of  the  blood  taken  from  the  heart  was  made  and  then  i  cc.  of 
immune  serum  injected.  Subsequently  film  preparations  of  the  heart's  blood 
were  prepared  at  periods  of  from  30  seconds  to  5  minutes. 

The  results  were  identical  with  those  described  in  Experiment  2.  The  blood 
film  taken  before  the  serum  was  injected  showed  many  diplococci  but  no  clumps; 
30  seconds  after  the  serum  injection  large  clumps  were  present;  the  crushed 
organs  showed  clumped  diplococci  within  phagocjrtes. 

The  two  experiments  were  repeated  many  times  and  with  unvary- 
ing appearances.  They  were  also  modified  in  such  a  manner  as  to 
permit  the  treated  rabbits  to  survive  i,  2,  3,  and  4  hours  after  the 
injection  of  the  immtme  serum.  A  marked  difference  was  observed 
in  the  number  and  condition  of  the  clumps  of  bacteria  according  to 
the  period  of  survival.  The  greatest  number  of  free  clumps  of 
diplococci  were  present  in  the  animals  killed  at  the  30  minute 
period,  and  the  greatest  number  of  phagocytes  carrying  the  clumps 
were  found  in  the  animals  killed  at  one  and  at  two  hours  (Fig.  10). 
The  preparations  of  animals  killed  at  two  and  one-half  hours  show- 
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ing  the  phagocytes  containing  diplococci  are  fewer  and  the  form  of 
the  bacteria  is  irregular  and  the  staining  faint  and  poor.  Later 
preparations  show  very  few  phagocytes  enclosing  disintegrated  bac- 
teria (Fig.  ii).  The  preparations  at  four  hours  contained  a  small 
number  of  free,  single  diplococci  which  were  the  last  bacteria  to 
disappear. 

So  far  as  the  blood  phenomena  are  concerned — ^the  abrupt  disap- 
pearance of  the  cocci  from  the  circulating  blood,  agglutination,  and 
phagocytosis — active  and  passive  immunity  are  similar.  The  ac- 
tively immune  rabbits  probably  possess  a  tissue  immtmity  which 
passive  immunity  does  not  confer.     This  point  is  under  investigatioa 

DISCUSSION. 

It  is  now  possible  to  define  clearly  the  effects  exerted  by  an  anti- 
pneumococcus serum  when  it  brings  about  an  amelioration  of  the 
infective  pneumococcus  process  in  rabbits,  at  least.  It  may  be 
well  to  state  at  the  outset  that  the  effects  were,  in  our  experiments, 
limited  to  the  interaction  of  the  specific  type  or  group  of  pneumo- 
coccus and  homologous  serum.  No  crossed  or  heterologous  action 
was  ever  observed.  Although  a  few  typical  or  illustrative  experi- 
ments in  which  Type  I  pneumococcus  and  serum  were  employed  are 
given,  similar  experiments  were  made  and  identical  results  obtained 
with  pneumococci  and  serum  of  Types  II  and  IV. 

Setting  out  with  the  condition  of  pneumococcus  bacteremia  of 
rabbits,  developing  on  the  one  hand  after  a  small  inoculation  of 
virulent  pneumococci  and  directly  produced  on  the  other  by  an  in- 
jection of  massive  quantities  of  cultures,  the  first  effect  of  an  injec- 
tion of  immune  serum  is  to  cause  an  almost  instantaneous  agglutina- 
tion of  the  diplococci  in  the  blood  and  the  immediate  removal  of 
the  clump  formed  by  the  spleen,  liver,  lungs,  and,  to  a  smaller  ex- 
tent, the  kidneys.  Probably  still  other  organs  participate  in  this 
process. 

This  agglutination  and  removal  by  the  organs  of  the  pneumococci 
is  quickly  followed  by  a  process  of  active  phagocytosis,  chiefly 
through  the  medium  of  the  polymorphonuclear  leucoc)rtes,  in  the 
course  of  which  the  bacteria  are  taken  up  by  the  cells  in  enormous 
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numbers.  A  single  leucocyte  may  contain  from  fifty  to  one  hun- 
dred diplococci.  The  act  of  phagocytosis  is  directed,  apparently, 
exclusively  or  almost  so  against  the  clumps,  while  the  few  single 
diplococci  remain  free  within  the  vessels.  The  act  of  phagocytosis 
follows  quickly  upon  the  agglutination  and  removal  and,  it  would 
appear,  never  takes  place  in  the  blood  stream  itself;  for  in  the 
study  of  htmdreds  of  blood  films  made  from  the  heart  only  one 
leucocyte  containing  diplococci  was  encountered.  The  process  ex- 
tends, however,  over  several  hours  and  consists  of  two  distinct 
phases:  one  the  mere  englobing  of  the  masses  of  diplococci,  and 
the  other  their  digestion  or  disintegration.  For  the  unagglutinated 
diplococci  which  remain  free  retain  form  and  staining  powers  very 
much  longer  than  those  contained  within  phagocytes.  The  diplo- 
cocci within  the  phagocytes  show  at  first  normal  morphology  and 
staining  (Figs.  6,  7,  8,  and  9),  while,  later,  bizarre  forms  and  im- 
perfect staining  are  met  with  (Fig.  11).  After  a  few  hours  only 
very  few  diplococci  and  those  disintegrating  are  still  visible  in  the 
phagocytes.  Cells  other  than  polymorphonuclear  leucocytes  play  a 
minor  part  in  the  phagocytic  process. 

The  intimate  interaction  of  agglutination  and  protection  which 
the  experiments  indicate  is  emphasized  in  other  ways.  I  have 
fotmd  that  the  smallest  quantity  of  immune  serum  which  influences 
a  pneumococcic  infection  in  the  rabbit  by  diminishing  the  number  of 
diplococci  in  the  circulating  blood  or  by  prolonging  the  life  of  the 
animal  brings  about  clump  formation  in  vivo;  and  Avery  has  noted 
that  in  the  fractionated  and  purified  antipneumococcic  serum  the 
protective  bodies  are  always  accompanied  by  agglutinating  sub- 
stances. 

But  in  order  that  the  agglutinated  diplococci  may  be  rendered 
harmless  it  is  not  enough  that  they  shall  be  removed  from  the 
blood  by  the  organs ;  they  must  be  further  withdrawn,  apparently, 
into  the  phagoc5rtes  where  they  are  quickly  disintegrated.  As  the 
experiments  in  vitro  with  the  whole  blood  and  immune  serum 
showed,  the  clumped  diplococci  are  capable  of  further  multiplica- 
tion. Hence,  along  with  the  removal  of  the  clumps  of  diplococci 
by  the  organs  it  is  necessary  that  an  accumulation  of  polymorpho- 
nuclear leucocytes  in  the  same  organs  be  brought  about  simulta- 
neously. 
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The  fact  is  well  known  that  the  intravenous  injection  of  foreign 
protein  causes  a  leucopenia.  I  found  that  the  intravenous  injec- 
tion in  rabbits  of  one  cc.  of  antipneumococcus  horse  serum  led, 
within  five  minutes,  to  a  reduction  of  the  number  of  circulating 
leucocytes  by  one-half.  The  low  number  persisted  from  three  to 
four  hours,  after  which  it  rose  usually  somewhat  abqve  the  normal 
This  reduction  and  rise  in  number  was  not  participated  in  by  all  the 
white  cells  but  chiefly  by  the  polymorphonuclear  leucocytes.  Nor- 
mal horse  serum  produced  similar  effects.  The  injection  of  bouillon 
cultures  of  pneimiococci  causes  a  greater  fall  still  in  the  number  of 
circulating  leucocytes  and,  according  to  the  final  result  in  death  or 
recovery,  there  was  continued  depression  or  later  rise. 

The  manner  in  which  the  leucocytes  react  to  the  foreign  protein 
as  contained  in  the  horse  serum  provides  a  mechanism  for  bringing 
large  numbers  of  polymorphonuclear  leucocytes  into  close  proximity 
with  the  agglutinated  diplococci  within  the  organs.  That  the  leuco- 
cytes are  not  destroyed  but  merely  accumulate  in  the  organ  in  cer- 
tain forms  of  leucopenia  has  been  shown  by  Goldschieder  and  Jacob. 
On  the  other  hand,  an  homologous  immune  serum, — for  example 
antipneumococcus  serum  prepared  in  the  rabbit, — would  also  bring 
about  agglutination  of  the  diplococci  but  whether  it  would  equally 
produce  leucopenia  has  still  to  be  determined.  Some  other  means 
of  attracting  leucocytes  from  the  blood  and  the  bone  marrow  to 
the  capillaries  of  the  organs  may  be  necessary  and  this  means  may 
well  have  to  do  with  the  presence  of  the  clumps  of  diplococci  them- 
selves.    But  this  constitutes  a  point  of  further  study. 

SUMMARY. 

An  active  antipneumococcus  serum  causes  agglutination  of  pneu- 
mococci  in  vitro  and  in  vivo. 

The  antiserum  acts  in  far  greater  dilution  in  causing  agglutina- 
tion as  determined  by  the  microscopic  than  by  the  macroscopic  test. 

The  antiserum  when  injected  into  the  circulation  of  rabbits  suf- 
fering from  pneumococcus  bacteremia  causes  a  rapid  disappearance 
of  the  diplococci  from  the  blood.  This  disappearance  is  brought 
about  by  instantaneous  clumping  of  the  diplococci  in  vivo  and  the 
removal  of  the  clumps  by  the  liver,  spleen,  lungs,  and  possibly 
other  organs. 
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(Hull:   Curative  Action  of  Antipneumococcus  Scrum  J 
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(Bull:   Curative  Action  of  Antipneumococcus  Serum.) 
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The  same  means  which  cause  the  clumping  and  removal  from  the 
blood  of  the  diplococci  and  their  accumulation  in  the  organs  cause 
also  leucopenia  with  accumulation  of  polymorphonuclear  leuco- 
cytes in  the  same  organs.  The  leucocytes  act  as  phagocytes  and 
ingest  the  clumped  diplococci  which  undergo  rapid  dissolution  within 
the  cells. 

The  diplococci  which  fail  of  agglutination  tend  not  to  be  phago- 
cyted  and  persist  longer  in  viable  form  than  the  ingested  clumps. 

The  protection  afforded  by  the  immune  serum  is  specific  for  the 
type  organism  and  is  determined  by  the  presence  of  agglutinins 
which  prepare  the  pneumococci  for  removal  from  the  blood  and 
phagocytosis  on  a  large  scale. 

Normal  rabbit  blood  is  devoid  of  agglutinating  and  of  protective 
effect  against  virulent  pneumococci. 

Agglutination  is  not  merely  an  incidental  phenomenon,  but  con- 
stitutes an  essential  process  in  association  with  phagocytosis  in  the 
protection  of  the  rabbit  against  pneumococcus  infection. 

EXPLANATION  OF  PLATES. 
Plates  49  and  50. 

Fig.  I.  Clump  of  pneumococci  in  heart's  blood  of  a  rabbit  having  a  pneu- 
mococdc  septicemia;  specimen  was  taken  i  minute  after  2  cc.  of  immune  serum 
were  given.    Gram's  stain. 

Fig.  2.  Clump  of  pneumococci  in  heart's  blood  of  a  rabbit  i  minute  after 
0.1  cc  of  serum  was  given. 

Figs.  3,  4,  and  5.  Clumps  of  pneumococci  in  the  liver,  lungs,  and  spleen,  re- 
spectively, of  a  rabbit  30  minutes  after  serum  had  been  administered.  Gram's 
stain. 

Figs.  6,  7, 8,  and  9.  Pol3rmorphonuclear  leucocytes  containing  clumps  of  pneu- 
mococci from  the  liver,  spleen,  lungs,  and  kidney,  respectively,  of  a  rabbit  having 
a  pneumococcic  septicemia.  The  tissues  were  removed  i  hour  after  an  injection 
of  immune  serum.    Gram's  stain. 

Fig.  10.  Crushed  preparation  from  the  spleen  of  a  rabbit  having  a  pneumo- 
coccic septicemia.  2  leucocytes  are  present  which  contain  clumps  of  pneumo- 
cocci. The  tissue  was  removed  ij^  hours  after  an  injection  of  immune  serum 
had  been  given.    Gram's  stain. 

Fig.  II.  Same  as  Fig.  10.  Tissue  removed  2  hours  after  the  serum  was  given. 
I  leucocyte  contains  a  clump  of  pneumococci.    The  bacteria  stain  poorly. 

Plates  51  and  52. 
Figs.  12,  13,  14,  and  15.    Sections  of  tissue  from  liver,  spleen,  and  lungs,  re- 
spectively, of  a  rabbit  2  hours  after  an  intravenous  injection  of  i  cc  of  a  bouillon 
culture  of  pneumococci.    All  sections  show  accumulated  polymorphonuclear  leu- 
cocytes.   Stained  with  hematoxylin  and  eosin. 
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A   METHOD  OF   SERUM   TREATMENT   OF   PNEUMO- 
COCCIC  SEPTICEMIA  IN  RABBITS. 

By  CARROLL  G.  BULL,  M.D. 
(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research,) 

Plate  53. 
(Received  for  publication,  June  i,  191 5.) 

In  a  separate  paper^  I  have  reported  experiments  which  indicate 
that  the  removal  of  pneumococci  from  the  circulation  in  rabbits  and 
their  destruction  are  determined  by  three  main  factors :  ( i )  the  ag- 
glutination of  the  bacteria  in  the  blood  stream;  (2)  the  assembling 
of  the  clumps  in  the  internal  organs;  and  (3)  the  inclusion  of  the 
masses  by  and  digestion  within  polsmiorphonuclear  phagoc)rtes.  In 
order  that  these  several  processes  may  occur  it  has  been  found 
necessary,  in  the  case  of  virulent  pneumococci,  to  employ  a  suitable 
immune  serum. 

In  this  paper  I  propose  to  describe  still  other  experiments  which 
bear  upon  the  above  conception  of  the  manner  of  interaction  of 
immune  serum  and  the  animal  body.  It  has  hitherto  been  ascer- 
tained that  the  activity  of  an  immime  antipneumococcic  serum  is 
quite  strictly  limited.  Beyond  a  given  infecting  dose  of  the  pneu- 
mococci any  practicable  quantity  of  immime  serum  ceases  to  be  pro- 
tective. Indeed,  as  the  dose  of  serum  is  increased,  especially  when 
it  comes  from  a  foreign  species  of  animal,  a  point  is  reached  at 
which  the  serum  becomes  deleterious  rather  than  helpful.  The 
precise  conditions  upon  which  this  change  of  action  depends  are  not 
known;  it  is  surmised  that  a  heterologous  serum,  in  small  experi- 
mental animals  especially,  may  exert  a  toxic  action  which  becomes 
noticeable  in  effect  when  the  dose  is  relatively  large.  In  any  case 
a  striking  disparity  exists  between  the  unlimited  neutralizing  action 
of  the  antitoxic  sera,  diphtheria  and  tetanus  sera,  for  instance,  and 
the  strictly  limited  anti-infectious  action  of  the  antibacterial  sera, 
among  which  the  antipneumococcus  serum  is  to  be  classed. 

1  Bull,  C.  G.,  Jour,  Exper,  Med,,  191 5,  xxii,  457. 
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Although  the  literature  on  the  anti-infectious  power  of  antipneu- 
mococcic  serum  is  voluminous,  the  chief  recent  important  contribu- 
tions to  the  subject  are  those  of  Neufeld  atid  Haendel^  and  of 
Cole.'  The  former  investigators  established  the  fact  of  the  exist- 
ence of  specific  types  of  pneumococci  which  are  subject  to  influence 
only  by  the  corresponding  immune  sera;  and  the  latter,  together 
with  his  coworkers,  besides  extending  the  knowledge  of  the  types 
of  pneumococci  and  their  specific  antisera,  observed  also  that  up  to  a 
certain  degree  of  infection  the  protective  dose  of  serum  is  parallel 
to  the  quantity  of  culture  inoculated,  after  which  the  quantity  of 
serum  required  to  save  life  is  proportionally  large,  and  finally,  a 
degree  of  infection  may  be  reached  against  which  no  amount  of 
serum  will  protect.  For  example,  0.2  cc.  of  serum  of  Type  I  will 
regularly  protect  a  mouse  against  o.i  cc.  of  a  Type  I  culture,  no 
matter  how  high  its  virulence.  That  is  the  largest  dose  of  culture, 
however,  against  which  the  immune  serum  will  protect,  no  matter 
how  much  serum  is  employed,  i  or  even  2  cc.  are  no  more  effective 
than  0.2  cc.  (Cole). 

In  view  of  these  data,  it  has  been  long  believed  that  the  animal 
body  supplied  a  necessary  substance  which  cooperated  with  the  im- 
mune serum  in  overcoming  bacterial  infections.  The  nature  of  this 
substance  has  been  conjectured  merely;  there  exists  no  actual  knowl- 
edge of  its  nature.  The  experiments  reported  in  the  previous  paper 
referred  to*  seem  to  indicate  quite  definitely  that  the  part  which  the 
rabbit's  body  itself  plays  in  overcoming  pneumococcus  and  some 
other  bacterial  infections  is  supplied  by  the  phagocytes.  The  ex- 
periments to  be  related  here  bear  on  this  conception  of  the  protec- 
tive mechanism. 

EXPERIMENTAL. 

As  has  just  been  stated,  experiments  seemed  to  indicate  that  the  pha- 
gocytic cells  function  as  the  chief  defensive  agents  against  infection. 
If  this  is  true,  then  the  limit  of  the  effective  action  of  an  immune 
serum  may  possibly  be  extended  by  giving  the  phagocytes  assistance 
and  providing  them  sufficient  time  in  which  to  do  their  work.  We 
observed  that  when  a  rabbit  suffering  from  septicemia  is  given  a 

2  Neufeld,  R,  and  Haendel,  Ztschr,  f,  Immunitdtsforsch.,  Orig.,  1900,  iii,  159. 
«  Cole,  R.  I.,  N.  7.  Med.  Jour.,  1915,  ci,  i,  59. 
*  Bull,  he.  cit. 
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large  injection  of  immune  serum  intravenously,  the  bacteria  are 
agglutinated  into  massive  clumps  (Figs,  i  and  2)  most  of  which 
accumulate  in  the  lungs  where  they  come  imperfectly  under  the 
influence  of  the  phagocytes  and  may  even,  through  extensive  capil- 
lary obstruction,  interfere  with  the  circulation.  The  experiments 
to  follow  were  performed  on  rabbits  with  a  strain  of  pneumococcus 
of  Type  I  maintained  at  high  virulence  by  continuous  passage 
through  these  animals.  The  corresponding  immune  serum  was  pre- 
pared in  the  horse  and  kindly  supplied  by  the  Hospital  of  The 
Rockefeller  Institute. 

The  virulence  of  the  culture  was  not  accurately  titrated.  It  was 
such,  however,  that  one  drop  of  the  blood  of  a  rabbit  succumbing  to 
infection  sufficed  to  kill  in  twelve  hours  a  rabbit  weighing  two  kilos. 
The  pneumococci  were  grown  in  beef  infusion  broth  and  were 
eighteen  to  twenty-four  hours  old  when  used.  When  large  quan- 
tities were  to  be  injected  the  bacteria  were  thrown  out  of  the  cul- 
ture in  the  centrifuge,  the  greater  part  of  the  fluid  was  poured  oflf, 
and  the  remainder  suspended  for  injection.  The  bacteria  were  not 
washed.  The  injections  both  of  bacteria  and  serum  were  made 
intravenously. 

Experiment  i.  Effect  of  Large  Serum  Injection  in  Rabbits  Suffering  from 
Severe  Pneumococcus  Septicemia, 

Rabbit  A. — Weight  1,800  gm.  o.i  cc.  of  culture  given.  8  hours  later  the  blood 
contained  large  numbers  of  pneumococci.  4  cc.  of  immune  serum  injected.  The 
animal  died  within  i  minute  of  respiratory  failure. 

Autopsy. — Large  clumps  of  pneumococci  in  the  heart's  blood ;  the  lungs  were 
distended,  and  many  clumps  of  bacteria  were  in  the  vessels ;  clumps  of  bacteria 
also  in  the  vessels  of  the  choroid  plexus  (Figs,  i  and  2). 

Rabbit  B.— Weight  1,600  gm.  o.i  cc.  of  heart's  blood  of  a  rabbit  just  dead  of 
pneumococcus  septicemia  given.  6  hours  later  the  blood  revealed  the  existence 
of  a  severe  septicemia  with  the  diplococci  imiformly  scattered  throughout.  2 
cc.  of  immune  serum  were  injected  and  films  from  the  heart's  blood  were  made 
every  minute  for  3  minutes. 

The  immediate  effect  of  the  serum  was  to  produce  collapse  of  the  animal 
attended  by  labored  respiration  and  urination.  The  i  minute  film  showed  many 
large  clumps  of  bacteria,  the  2  minute  fewer  clumps,  and  the  3  minute  few  small 
clumps.  The  rabbit  survived,  temporarily  recovered,  but  died  6  hours  later. 
The  blood  and  organs  contained  many  pneumococci. 

Rabbit  C. — ^Weight  2,200  gm.  The  sediment  from  50  cc.  of  a  bouillon  culture 
injected.  2  minutes  later  10  cc.  of  immune  serum  given  in  opposite  ear  vein. 
The  blood  was  quickly  cleared  of  the  pneumococci.  Death  occurred  after  12 
hours. 
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Autopsy, — Lungs  edematous,  emphysematous,  and  hemorrhagic  Small  hem- 
orrhages in  surface  of  the  kidneys  and  peritoneal  surface  of  the  intestines.  The 
blood,  lungs,  spleen,  and  liver  contained  very  great  numbers  of  pneumococci. 

Rabbit  D. — Weight  2,300  gm.  The  sediment  from  50  cc  of  bouillon  culture 
injected.  No  further  treatment.  Death  in  4]^  hours.  The  blood  and  organs 
contained  very  many  pneumococci. 

The  experiments  indicate  that  when  the  blood  of  the  rabbit  con- 
tains a  very  large  number  of  pneumococci  the  intravenous  injec- 
tion of  a  large  amount  of  immune  serum  causes  certain  definite 
effects.  In  the  first  place,  the  effect  may  be  to  cause  almost  imme- 
diate death.  This  accident  results  from  the  rapid  agglutination 
in  large  clumps  of  the  pneumococci  in  the  circulation  and  the  mass- 
ing of  the  clumps  in  the  lungs  and  brain  where,  acting  as  emboli, 
they  produce  respiratory  failure  and  death.  In  the  second  place, 
the  blood  may  be  temporarily  cleared  of  the  bacteria  and  life  be 
prolonged.  Finally,  however,  the  life  of  the  animal  is  not  spared, 
as  the  bacteria  reinvade  the  blood  and  cause  death. 

From  the  foregoing  it  appears  that  the  formation  of  large  clumps 
is  a  disadvantage  to  the  animal,  since  they  tend  to  be  held  back 
chiefly  in  the  lungs,  the  circulation  of  which  they  obstruct;  and, 
besides,  the  large  bacterial  masses  are  not  readily  phagocyted. 

These  disadvantages  can  be  avoided  by  the  injection  of  small 
quantities  of  immune  serum  which  produce  clumps  containing 
twenty  to  thirty  pneumococci  and  to  their  quite  regular  distribution 
in  the  lungs,  liver,  and  spleen,  where  they  come  under  the  influence 
of  phagocytes  under  favorable  conditions.  Once  removed  from 
the  circulation  and  lodged  in  the  organs,  the  effect  of  a  larger  quan- 
tity of  serum  was  studied. 

Experiment  2.    Effect  of  First  Small  and  Later  Larger  Doses  of  Immune  Serum 
in  Pneumococcus  Septicemia. 

Rabbit  A. — Weight  1,800  gm.  The  sediment  from  75  cc  of  a  bouillon  culture 
given.  Immediately  0.5  cc  of  immune  serum  injected  into  opposite  ear  vein. 
At  the  examination  25  minutes  later  there  were  no  bacteria  in  the  blood.  $  cc 
of  immune  serum  injected.  Animal  showed  no  symptoms  for  2  hours,  after 
which  symptoms  appeared,  and  death  occurred  at  end  of  5  hours. 

Autopsy. — The  lungs  were  edematous  and  hemorrhagic.  Hemorrhages  in 
surface  of  kidneys  and  peritoneal  coat  of  intestine.  The  blood  was  free  of  diplo- 
cocci  and  very  few  were  found  in  the  spleen,  lungs,  and  liver.  Almost  all  had 
been  destroyed. 

Rabbit  B. — Sediment  from  75  cc  bouillon  culture  administered.  No  treat- 
ment   Died  in  6  hours.    Blood  and  organs  teeming  with  bacteria. 
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The  experiment  recorded  under  Rabbit  A  was  repeated  several 
times  but  without  changing  the  end  result.  In  spite  of  the  prac- 
tical destruction  of  the  pneumococci,  death  quickly  resulted.  The 
appearance  of  the  organs,  and  especially  the  hemorrhages,  were 
taken  to  indicate  a  severe  g^ade  of  intoxication,*^  and  this  effect  was 
provisionally  related  to  the  large  second  dose  of  serum  leading  to 
too  rapid  disintegration  of  the  diplococci.  Hence  it  was  decided  to 
bring  about  a  more  gradual  disintegration  of  the  bacteria  if  pos- 
sible. 

Experiment  3.    Effect  of  Repeated  Small  Doses  of  Immune  Serum  in  Pneumo- 
coccic Septicemia, 

Rabbit  C. — ^Weight  2,000  gm.  The  sediment  from  150  cc.  of  a  bouillon  cul- 
ture given.  Two  minutes  later  0.5  cc.  of  immime  serum  injected.  At  the  end 
of  30  minutes  the  bacteria  had  left  the  blood  and  i  cc.  of  the  serum  was  admin- 
istered. From  now  on  i  cc.  of  the  serum  was  administered  every  2d  hour. 
Although  symptoms  appeared  at  the  end  of  the  first  2  hours  they  disappeared 
and  the  rabbit  was  in  good  condition  until  the  22d  hour,  when  restlessness  and 
rapid  respiration  followed  by  rigidity  of  hind  leg  developed.  Later  opisthotonos 
supervened.  A  lumbar  puncture  yielded  cerebrospinal  fluid  containing  many 
diplococci.    Death  occurred  in  the  28th  hour. 

Autopsy. — Blood,  spleen,  liver,  and  lungs  were  free  of  bacteria.  The  menin- 
ges were  inflamed  and  contained  very  large  numbers  of  pneumococci.  Death 
obviously  resulted  from  meningitis. 

Rabbit  D. — The  sediment  from  100  cc.  of  bouillon  culture  was  given.  No 
treatment  Died  in  4  hours.  The  blood  and  organs  contained  very  large  num- 
bers of  diplococci. 

The  experiment  described  in  Rabbit  C  was  made  several  times 
but  always  with  the  same  final  result.  The  success  of  the  experi- 
ment was  frustrated  by  the  intervention  of  the  meningitis.  The 
possibility  is  not  excluded  that  this  complication  may  itself  be  pre- 
vented by  bringing  a  proper  dose  of  the  immune  serum  into  the 
meninges  which  are  not  reached  from  the  circulating  blood.^  The 
effect  of  reducing  the  infecting  dose  of  bacteria  was  next  tried. 
The  sediments  from  75  cc.  and  from  50  cc.  of  bouillon  culture  only 
delayed  the  onset  of  meningitis.  The  sediments  from  35  cc.  of  cul- 
ture gave  partially  successful  results. 

5  Sprunt,  T.  P.,  and  Luetscher,  J.  A.,  Jour.  Exper.  Med.,  1912,  xvi,  443. 
«  Flexner,  S.,  Jour.  Am.  Med.  Assn.,  1913,  Ixi,  447. 
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Experiment  4. 
4  rabbits  weighing  from  1,900  to  2,200  gm.  were  given  the  sediment  from 
35  cc.  of  bouillon  cultures.  2  minutes  later  0.5  cc.  of  immune  serum  were  in- 
jected into  the  opposite  ear  vein.  30  minutes  later  and  every  2d  hour  thereafter 
I  cc.  of  the  serum  was  given.  This  was  continued  up  to  the  56th  hour.  The 
final  results  are  shown  in  Table  I. 

TABLE  I. 


Rabbit  I. 

Rabbit  a. 

Rabbit  3. 

Rabbit  4. 

Time.  |              Observation. 

Time. 
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6 

Diarrhea 
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50 

Both  forelegs 

lyzed 

24 

** 

stupor  for  I  St 

paralyzed. 

83 

48 

Diarrhea    im- 

day.       No 

53 

Severe     opis- 

pletely  paralyzed;  se- 

proved. Rab- 

other  symp- 

thotonos. 

vere       opisthotonos; 

bit  showed  no 

toms 

restless,    ex- 

very  restless  and  ex- 

f luther  symp- 

3 

Agglutinating 

citable. 

citable 

toms 

titer       of 

breathing 

96 

Comatose;    lying    on 

3 

Serum    agglu- 

serum, 1:125 

labored. 

side;     breathing    la- 

wks. 

tinates  pneu- 

6 

Living  and  in 

60 

Comatose;  ly- 

bored 

mococci  in  a 

I)erfect    con- 

ing on  side. 

123 

Died 

dUution      of 

k 

dition 

80 

Died.  ^ 

Autopsy. — Brain    and 

6 

I  :  150 

A  utopsy. — 

cord     intensely     in- 

wks. 

Living  and  in 

Same  as  Rab- 

jected.   Smears  from 

perfect  condi- 

bit I. 

surface  of  brain  and 

tion 

lateral  ventricles 

showed    very    many 

pneumococd.        N  0 

pleurisy,  no  pericar- 

ditis.     Blood,  lungs. 

liver,  and  spleen  free 

of  bacteria 

Experiment  4  shows  that  it  is  possible  by  employing  properly 
graduated  doses  of  an  immune  serum  to  cure  rabbits  of  a  massive 
pneumococcus  infection.  The  experiment  indicates  also  that  it  is 
only  the  chance  diplococci  excluded  from  the  influence  of  the  circu- 
lating immune  senmi  which  escape  destruction  and  multiply.  It  is 
of  interest  to  know  that  the  probability  of  the  pneumococci  escaping 
the  destructive  action  of  the  serum  is  reduced  by  one-half  by  dimin- 
ishing the  infecting  dose  to  a  point  which  is,  however,  still  massive 
according  to  the  grade  of  virulence  of  the  strain  of  pneumococcus 
employed. 

Experiment  5.    A  Comparison  of  the  Three  Methods  of  Treatment  Employed. 

2  rabbits  were  used  for  each  method.    The  infecting  dose  was  tlie  sediment 

from  20  cc.  of  bouillon  cultures.    2  rabbits  were  treated,  as  in  Experiment  4, 
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with  frequent  small  doses  of  serum;  both  recovered.  2  were  treated  first  with 
a  small  dose  of  serum  and  then  with  a  large  dose.  They*  died.  2  were  given 
one  large  dose  of  serum  immediately  after  the  infection ;  both  died  of  septicemia. 

DISCUSSION. 

The  experimental  data  presented  in  the  foregoing  pages  should 
be  considered  from  several  points  of  view :  from  their  bearing  on  ex- 
perimental pneumococcus  infection  in  the  rabbit,  and  from  their 
bearing  on  the  theory  of  the  anti-infectious  action  of  immune  serum 
in  general. 

The  most  striking  fact  regarding  the  experimental  pneumococcus 
infection  is  the  one  that  a  single  large  dose  of  the  immune  senun 
given  at  the  beginning  of  the  infection  is  far  less  effective  in  over- 
throwing the  infection  than  small  repeated  doses  of  which  the 
maximal  amount  may  not  equal  the  single  large  quantity  unsuccess- 
fully employed. 

The  reason  for  this  disparity  has  also  been  made  clear  in  large 
part.  The  serum  does  not  protect  by  a  process  of  neutralization  of 
a  true  toxin  as  antidiphtheritic  serum  does;  or  if  any  neutralization 
occurs  it  is  a  minor,  and  not  the  decisive  process.  The  anti-infec- 
tious serum  performs  two  things :  it  brings  about  an  agglutination 
of  the  bacteria,  and  it  prepares  them  for  phagocytosis  in  the  organs. 
Hence,  whatever  favors  this  process  will  be  beneficial,  and  whatever 
hinders  it  will  be  detrimental.  A  certain  concentration  of  the  serimi 
likewise  promotes  the  assembling  of  the  leucocytes  in  the  organs."' 
On  the  other  hand,  higher  concentration  causes  the  formation  of 
such  large  clumps  as  to  escape  phagocytosis.  The  free  bacteria  then 
quickly  multiply,  escape  into  the  blood,  and  cause  fatal  infection. 
An  excess  of  serum  acts  disadvantageous^  in  another  way  not  yet 
explained.  Even  when,  through  a  small  dose  of  serum,  the  small 
clumps  have  been  formed  in  the  blood  and  removed  by  the  organs, 
a  large  following  dose  of  the  serum  brings  about  a  fatal  issue.  In 
this  instance,  the  bacteria  do  not  begin  to  multiply  and  invade  the 
organs.  The  blood  and  the  organs  may  be  quite  or  nearly  sterile. 
Death  appears  to  result  from  intoxication.  But  just  how  the  serum 
acts  in  producing  the  intoxication  has  not  been  determined. 

When  the  pneumococci  have  all  been  destroyed  in  the  organs 

7  Bull,  loc.  cit. 
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through  the  operation  of  the  small  doses  of  the  serum  repeated  at 
intervals,  only  part  of  the  rabbits  are  saved.  The  effect  of  the 
serum  thus  administered  is  clearly  to  provoke  the  destruction  of 
the  bacteria  imder  conditions  which  avoid  intoxication.  But  only 
those  pneumococci  are  destroyed  and  rendered  harmless  that  come 
imder  the  direct  influence  of  the  serum  which  can  reach  all  essential 
parts  of  the  body  except  one;  namely,  the  subdural  space.  When, 
under  any  circumstances,  the  pneumococci  reach  the  subdural  space 
they  are  not  restrained  by  the  treatment  but  develop  rapidly  and  in 
great  numbers  and  thus  cause  a  fatal  meningitis.  The  conditions 
leading  to  the  meningitis  are  two:  (a)  large  dosage  and  (b)  survival 
for  a  sufficiently  long  period  of  time.  The  dose  must  be  larger 
than  the  small  doses  of  serum  capable  of  destroying  in  a  certain 
time  period,  and  the  animal  must  survive  even  the  large  doses 
about  20  hours  in  order  that  the  meninges  may  become  infected. 

But  the  quantity  of  virulent  pneumococci  which  rabbits  can  be 
made  to  support  under  the  influence  of  the  method  of  repeated  serum 
injections  is  still  so  very  large  that  the  question  may  be  raised 
whether  the  limits  of  activity  of  this  anti-infectious  serum  have 
not  been  greatly  underestimated.  It  remains,  of  course,  to  be  de- 
termined whether  still  other  anti-infectious  sera  are  capable  of  hav- 
ing their  powers  enhanced  by  a  similar  method  of  administration. 
In  any  case,  the  subject  is  one  that  calls  for  restudy  and  perhaps 
revision. 

On  the  other  hand,  the  experiments  affirm  nothing  as  to  the  ef- 
ficacy of  the  method  in  the  serum  treatment  of  lobar  pneumonia  in 
man.  It  may  be  supposed  that  so  far  as  the  pneumococci  in  the 
circulating  blood  in  lobar  pneumonia  are  concerned,  small  doses  of 
the  serum  would  suffice  to  bring  about  their  removal.  What  effect 
the  small  doses  might  have  upon  the  pneumococci  in  the  lungs  can- 
not be  predicted.  But  since  the  method  is  one  that  is  readily  carried 
out  in  man  it  will  doubtless  receive  attention  in  due  time. 

SUMMARY. 

The  treatment  of  pneumococcic  septicemia  in  the  rabbits  by  large 
doses  of  immune  serum  is  detrimental,  since  the  serum  causes  the 
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formation  of  large  clumps  of  bacteria  in  the  blood  which  are  taken 
out  chiefly  by  the  vessels  of  the  lungs  in  which  they  accumulate  and 
impede  the  circulation. 

The  large  doses  of  serum  are  also  detrimental  when  they  follow 
upon  small  ones  through  which  the  small  clumps  formed  are  depos- 
ited in  the  spleen,  liver,  and  other  organs.  In  this  instance,  the 
large  amount  of  serum  leads  to  the  destruction  of  the  pneumococci 
under  conditions  which  promote  an  intoxication.  The  precise 
mechanism  of  this  action  is  not  known. 

The  treatment  of  pneumococcic  septicemia  in  rabbits  by  small 
repeated  doses  of  immune  serum  can  be  successfully  carried  out 
The  number  of  pneumococci  capable  of  being  brought  to  destruc- 
tion through  phagocytosis  in  the  organs  in  this  way  is  very  great. 

Not  all  the  rabbits  treated  with  small  repeated  doses  of  the  serum 
survive.  Those  that  succumb  do  so  not  to  a  general  infection  but 
to  a  pneumococcus  meningitis.  The  explanation  of  this  phenom- 
enon is  simple.  When  the  number  of  pneimiococci  originally  inocu- 
lated is  very  great  a  small  number  penetrate  into  the  subdural  space. 
Those  in  this  space  do  not  come  under  the  influence  of  the  serum, 
hence  they  are  not  agglutinated  and  prepared  for  phagocytosis, 
whence  they  multiply  and  set  up  a  fatal  meningitis. 

The  activity  of  the  immune  serum  administered  in  this  way  against 
virulent  pneumococci  is  so  great  that  a  revision  of  our  notions  in 
the  limit  of  powers  of  the  anti-infectious  sera  seems  necessary.  It 
is  patent  that  the  problem  is  not  simply  a  relation  between  quantity 
of  immune  bodies  and  number  of  bacteria.  It  is  more  complex 
than  that  conception  indicates.  The  factor  of  the  leucocytes  and 
the  degree  of  their  possible  activities  under  the  conditions  of  the 
experiment  come  into  play.  Hereafter,  in  defining  the  mode  and 
power  of  action  of  anti-infectious  sera  the  condition  of  coopera- 
tion of  the  body-forces  will  have  to  be  more  strictly  considered. 

EXPLANATION  OF  PLATE  53- 

Fig.  I.  A  large  mass  of  pneumococci  in  a  blood  vessel.  Tissue  was  taken 
from  the  region  of  the  choroid  plexus  of  a  rabbit  dying  i  minute  after  receiving 
3  cc.  of  immune  serum.  The  rabbit  had  a  severe  pneumococcus  septicemia  when 
the  serum  was  given. 

Fig.  2.  A  large  clump  of  pneumococci.  Preparation  from  the  lung  of  the 
rabbit  described  in  Fig.  i. 


Digitized  by 


Google 


THE  JOURNAL  OF  EXPERIMENTAL  MEDICINE  VOL.  XXII. 
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(Rull:   Treatment  of  Pneumococcic   Septicemia  in   Rabbits.) 
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THE  FATE  OF  TYPHOID  BACILLI  WHEN  INJECTED 
INTRAVENOUSLY  INTO  NORMAL  RABBITS. 

By  CARROLL  G.  BULL,  M.D. 
(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research,) 

Plate  54. 

(Received  for  publication,  June  i,  191 5.) 
• 

The  course  of  typhoid  bacillus  infection  in  the  rabbit  has  been 
followed  by  many  investigators.  Certain  facts  are  established: 
The  typhoid  bacilli  injected  into  the  blood  do  not  long  remain  in 
the  circulation ;  the  gall  bladder  frequently  becomes  invaded  quickly 
after  the  injection;  and  the  bacilli  survive  and  multiply  there  for  a 
long  period  of  time.^  Ultimately  they  may  disappear  from  all 
parts  of  the  body  except  the  gall  bladder. 

The  present  study  was  undertaken  to  determine  more  accurately 
than  had  hitherto  been  done  the  manner  in  which  typhoid  bacilli 
are  removed  from  the  blood  of  normal  rabbits.  This  study  was 
part  of  a  more  general  study  of  the  mechanism  of  bacterial  immu- 
nity in  the  rabbit, — whether  native  or  acquired.  The  raibbit  may  be 
regarded  as  possessing  a  high  degree  of  natural  immunity  for  the 
typhoid  bacillus,  and  the  fate  of  the  bacilli  injected  was  traced 
from  the  blood  through  the  various  organs  in  arriving  at  an  ex- 
planation of  their  disappearance. 

Source  of  the  Cultures, 

The  strain  of  typhoid  bacilli  used  in  the  mass  of  the  work  was 
obtained  from  a  capsule  of  Besredka's  sensitized  vaccine  kindly  sup- 
plied by  Captain  H.  J.  Nichols  of  the  Medical  Corps,  U.  S.  Army. 
Three  other  typical  strains  from  widely  different  sources  were  used 
to  check  the  results  obtained  with  the  Nichols  strain.  All  four 
strains  had  been  under  artificial  cultivation  for  some  time  and  should 

1  Nichols,  H.  J.,  Jour.  Exper,  Med.,  1914,  xx,  573. 

475 


Digitized  by 


Google 


476       Fate  of  Typhoid  Bacilli  Injected  into  Normal  Babbits. 

be  considered  as  essentially  non-virulent,  although  death  of  the 
animal  due  to  intoxication  sometimes  ensued.  The  bacilli  used  for 
inoculation  were  cultivated  on  plain  agar  and  used  when  twenty- 
four  hours  old.  For  injections  they  were  washed  from  the  medium 
with  0.85  per  cent  sodium  chloride  solution. 

Disappearance  of  Bacilli  from  the  Blood, 

From  one-thirtieth  to  one-fiftieth  of  the  bacilli  from  an  agar  slant 
were  injected  into  the  ear  vein  and  Petri  plates  were  made  from  the 
heart's  blood  at  various  intervals,  beginning  as  early  as  thirty  sec- 
onds after  the  injections.  It  was  found  that  the  first  specimen 
taken  always  contained  the  largest  number  of  bacilli  and  that  they 
left  the  blood  with  remarkable  rapidity.  Cultures  made  ten  minutes 
after  the  injections  contained  only  a  few  colonies.  Specimens 
taken  fifteen  to  twenty  minutes  after  injecting  the  bacteria  were 
often  sterile.  In  some  cases  a  few  colonies  developed  in  cultures 
made  several  hours  after  the  inoculations  or  at  the  time  of'  the 
death  of  the  animals.  Even  when  the  bacilli  from  an  entire  agar 
slant  were  given  and  death  resulted  in  two  hours  the  blood  was 
frequently  sterile.  The  following  instance  will  serve  as  a  typical 
experiment. 

Experiment  i. — A  rabbit  weighing  2,000  gm.  was  given  ^  of  a  24  hour  agar 
slant  of  typhoid  bacilli  in  the  ear  vein.  Blood  cultures  made  from  the  heart  at 
stated  intervals  gave  the  results  indicated  in  Table  I. 


TABLE  I. 

Time  after  injection. 
min. 

No.  of  colonies  per  cc 

I 

10,000,000 

2 

2,500,000 

5 

100,000 

15 

40 

20 

I 

In  several  experiments  of  this  kind  the  same  general  results 
were  obtained.  In  some  instances  the  bacilli  left  the  blood  some- 
what more  slowly  than  in  others,  but  the  variation  was  a  matter 
of  a  few  minutes  only. 

The  abrupt  disappearance  of  typhoid  bacilli  from  the  blood 
stream  was  investigated.     Why  should  the  bacilli  leave  the  blood 
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so  much  more  rapidly  than  other  bacteria,  namely,  streptococci, 
pneumococci,  or  dysentery  bacilli  of  the  Shiga  type,  which  were 
studied?  If  the  process  was  merely  a  matter  of  filtration  by  the 
capillary  systems  of  the  various  organs  as  Wyssokowitsch^  con- 
cluded, this  difference  should  not  exist.  The  notion  prevailing  has 
been  that  the  typhoid  baciUi  are  destroyed  (dissolved)  by  the  rabbit's 
blood  within  a  short  time.  Indeed,  it  is  known  that  normal  rabbit's 
whole  blood  or  serum  in  vitro  kill  the  bacilli  in  relatively  brief 
periods  of  time.  Our  next  inquiry  was  directed  to  the  organs  to 
determine  whether  the  bacilli  taken  out  of  the  blood  accumulated 
in  them. 

Relation  of  Bacilli  to  the  Tissues. 

From  one-thirty-fifth  to  one-fiftieth  of  the  growth  from  an  agar 
slant  was  injected  into  the  ear  vein  of  normal  rabbits  and  specimens 
of  blood  were  taken  for  culture  from  the  heart  one  minute  after 
the  inoculation  to  determine  the  number  of  bacilli  injected,  and 
again  at  ten  minutes  to  make  sure  that  the  bacilli  had  left  the  cir- 
culating blood.  The  rabbits  were  then  killed  by  a  stroke  on  the 
neck  at  ten,  twelve,  or  twenty  minutes,  and  the  various  organs  re- 
moved and  crushed  finely  in  tissue  crushers,  after  which  definite 
quantities  of  the  pulps  were  thoroughly  shaken  in  sterile  salt  solu- 
tion, and  plated.  The  results  of  this  test  are  given  in  illustrative 
Experiment  2.  It  may  be  stated  here,  however,  that  in  no  instance 
were  as  many  bacilli  found  in  any  of  the  organs  per  unit  of  measure 
as  had  been  present  in  the  blood,  and  moreover  that  most  of  the 
tissues  contained  very  few  bacilU  at  all. 

Experiment  2. — A  rabbit  was  given  200,000,000  typhoid  bacilli,  as  determined 
by  test  plating,  into  the  ear  vein,  and  the  following  data  were  determined :  blood 
from  the  heart  i  minute  after  the  injection  gave  3,000,000  colonies  per  cc. ;  6 
minutes  after,  80;  and  16  and  20  minutes  after,  no  colonies  per  cc.  The  tissues 
removed  at  21  minutes  gave  colonies  per  cc.  of  crushed  tissue  pulp  as  follows : 
spleen,  2,000,000;  liver,  1,600,000;  lung,  100,000;  mesenteric  lymph  node,  1,000; 
skeletal  muscle,  brain,  and  other  tissues,  comparatively  very  few.  The  weights 
of  the  organs  were  determined  and  the  total  number  of  bacteria  recovered,  with 
the  finding  that  it  was  far  below  the  actual  number  injected.  In  none  of  the 
organs  was  the  number  of  colonies  per  unit  of  measure  as  great  as  the  number 
originally  found  in  the  blood. 

2  Wyssokowitsch,  W.,  Ztschr.  f.  Hyg.  u.  Infectionskrankh.,  1886,  i,  3. 
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From  this  and  similarly  conducted  experiments  it  was  concluded 
that  the  bacilli  did  not  accumulate  in  the  tissues,  and  it  was  there- 
fore considered  desirable  to  follow  the  course  of  events  in  an  organ 
for  several  hours  after  the  'bacilH  had  been  injected  into  the  blood. 
The  liver  was  selected  for  this  study  since  it  is  possible  to  remove 
portions  of  the  organ  at  various  intervals  over  a  period  of  time. 
A  typical  result  is  given  in  Experiment  3. 

Experiment  3, — A  rabbit  was  given  ^  of  an  agar  slant  of  a  culture  of  typhoid 
bacilli  into  the  ear  vein  and  estimates  were  made  as  follows :  Blood  i  minute  after 
the  injection  gave  15,000,000,  and  10  minutes  after,  10  colonies  per  cc;  liver  3 
minutes  after  the  injection  gave  12,000,000,  14  minutes  6,000,000,  i  hour  700,000, 
2  hours  80,000,  and  3  hours  1,000  colonies  per  cc.  of  crushed  pulp. 

The  data  supplied  by  Experiment  3  support,  on  first  examination, 
the  prevailing  notion  that  certain  bacteria  and,  in  this  instance, 
typhoid  bacilli  fall  a  ready  victim  to  the  destroying  and  presumably 
the  dissolving  effect  of  the  blood,  whether  in  the  general  circulation 
or  in  the  capillaries  of  the  organs.  This  view  is  based  in  large 
part  on  the  classical  studies  of  Wyssokowitsch,  and  is  upheld  by 
the  well  known  fact  that  fresh  serum  and  the  whole  blood  of  rab- 
bits are  highly  destructive  in  vitro  to  the  typhoid  bacilli.  Without, 
however,  adopting  the  usual  explanation  of  the  disappearance  of 
the  typhoid  bacilli  from  the  blood  and  organs,  as  illustrated  by  the 
experiments  on  the  liver,  it  was  deemed  desirable  to  repeat  certain 
of  the  experiments  on  the  bactericidal  action  of  normal  rabbits' 
blood. 

Action  of  the  Serum  and  Whole  Blood  of  the  Rabbit  in  Vitro 

on  Typhoid  Bacilli, 

Agglutinins. — ^The  serum  of  normal  rabbits  was  tested  for  ag- 
glutinating value.  The  bacilli  were  grown  upon  agar  slants  and 
washed  off  with  5  cc.  of  normal  saline  solution.  One  drop  of 
the  suspension  of  bacilli  was  added  to  one  cc.  of  the  serum  dilution. 
The  agglutinating  value  of  normal  sertmi  varied  from  zero  in  full 
serum  to  positive  in  i  to  100  dilution.  About  one-fifth  of  the 
sera  examined  were  devoid  of  demonstrable  agglutinins.  The  ag- 
glutinins are  thermolabile  and  are  destroyed  at  56®  C. 

Bactericidal  Power. — The  fresh  serum  obtained  from  the  heart's 
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blood  after  coagulation  was  diluted  with  saline  solution  and  from 
2,000  to  4,000  typhoid  bacilli  (estimated  by  test  plating)  were  added 
to  one  cc.  of  the  dilution.  The  mixtures  in  test-tubes  were  incu- 
bated at  37°  C.  for  two  hours  and  the  entire  contents  of  the  tubes 
were  plated.  In  order  to  eliminate  the  clumping  of  the  bacilli  and 
adhesion  to  the  sides  of  the  tubes,  melted  agar  was  poured  into 
them  after  the  plating  and  they  were  incubated  and  examined. 

The  results  can  be  stated  as  follows:  The  sera  of  different 
rabbits  vary  considerably  in  destructive  effect  on  typhoid  bacilli. 
Full  serum  and  serum  diluted  i  to  10  usually  destroyed  all  the 
bacilli.  Serum  diluted  i  to  50  usually  caused  diminution  but  never 
complete  destruction  of  the  bacilli.  The  defibrinated  whole  blood 
and  hirudinized  blood  act  in  a  manner  similar  to  the  serum. 

There  can,  therefore,  be  no  doubt  that  fresh  rabbit  serum  and 
the  whole  rabbit  blood  destroy  considerable  numbers  of  typhoid 
bacilli  in  vitro.  Whether  the  same  means  operate  in  the  destruction 
which  takes  place  in  vivo  remains  to  be  determined. 

Fate  of  Typhoid  Bacilli  in  the  Blood  and  Organs  of  Inoculated 

Rabbits, 

The  experiments  performed  with  the  pneumococcus^  suggested 
that  a  similar  study  be  made  of  typhoid  bacilli  injected  into  the  cir- 
culation of  rabbits,  especially  in  view  of  the  fact  that  while  rabbits 
readily  succumb  to  typhoid  intoxication  they  are  highly  resistant 
to  typhoid  infection.  Experiment  4  will  serve  as  an  illustration  of 
this  class  of  tests. 

Experiment  4. — An  agar  slant  of  typhoid  bacilli  was  suspended  in  about  5  cc 
of  salt  solution  and  injected  into  the  ear  vein  of  a  normal  rabbit.  Specimens  of 
the  heart's  blood  were  taken  and  films  prepared  at  30  seconds,  i,  2,  3,  5,  and  7 
minutes.  The  films  were  stained  by  Manson's  method.  Clumps  of  bacilli  were 
found  even  in  the  first  film  (Fig.  i).  The  second  film  showed  a  larger  number 
of  clumps,  while  the  number  diminished  in  the  next  specimen,  and  none  were 
fotmd  in  the  last,  or  7  minute,  specimen.  At  the  end  of  7  minutes  the  rabbit  was 
killed  by  a  stroke  on  the  neck  and  the  organs  were  immediately  removed  and 
finely  crushed  in  tissue  crushers.  Films  were  prepared  from  the  pulp  and  stained 
by  Manson's  method.  Microscopical  examination  of  the  slides  showed  that 
clumps  of  bacilli  had  accumulated  in  the  capillaries,  sinusoids,  and  blood  spaces 

»  Bull,  C.  G.,  Jour.  Ex  per.  Med.,  191 5,  xxii,  457. 
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of  the  various  organs,  especially  the  liver,  lungs,  and  spleen,  and  a  large  propor- 
tion of  the  clumps  had  already  been  phagocyted  by  the  polymorphonuclear  leuco- 
cytes (Figs.  2,  3,  and  4)  which  had  accumulated  in  the  organs  following  the  in- 
jection of  the  bacteria.    Free  and  unclumped  bacilli  were  also  found. 

This  experiment  was  repeated  in  its  essential  aspects  several 
times  with  wholly  concordant  results.  The  experiment  was  varied 
in  such  a  manner  as  to  permit  the  inoculated  rabbits  to  survive  for  . 
different  periods  of  time,  after  which  the  blood  and  organs  were 
examined.  It  was  foimd  that  the  largest  number  of  leucocytes 
enclosing  clumps  of  bacilli  were  present  in  the  organs  of  animals 
killed  from  thirty  to  ninety  minutes  after  inoculation.  The  organs 
of  animals  permitted  to  survive  three  or  four  hours  still  contain 
many  leucocytes,  but  very  few  leucocytes  containing  distinct  bacteria 
are  met  with.  Leucocytes  containing  granules  of  disintegrated 
bacilli  or  bacilH  which  have  lost  power  of  staining  may  be  found  in 
small  number.  On  the  other  hand,  the  three  hour  specimens  still 
show  a  certain  number  of  unagglutinated  bacilli,  outside  cells  with 
staining  properties  imimpaired  (Fig.  5). 

Still  another  variation  of  the  experiment  was  to  remove  portions 
of  the  liver  from  ten  minutes  to  two  hours  after  injecting  the 
bacilli.  The  findings  just  described  were  corroborated  by  this  pro- 
cedure. Specimens  taken  from  ten  to  ninety  minutes  contained 
many  phagocyting  cells ;  while  later  specimens  showed  fewer  phago- 
cyting  cells  and  finally  cells  which  enclosed  only  disintegrating 
bacteria. 

DISCUSSION. 

If  we  review  the  findings  described  in  this  paper  we  shall  arrive 
at  somewhat  conflicting  results  as  to  the  manner  in  which  tjT)hoid 
bacilli  are  disposed  of,  respectively,  by  the  body  and  the  blood  of 
the  rabbit. 

Directing  attention  first  to  the  phenomena  observed  outside  the 
body  it  may  be  affirmed,  in  keeping  with  usual  knowledge,  that  the 
fresh  blood  serum  as  well  as  the  fresh  whole  blood  of  the  rabbit  is 
capable  of  destroying,  apparently  by  a  process  of  solution,  consid- 
erable numbers  of  typhoid  bacilli.  There  is  no  reason,  moreover, 
to  dou'bt  that  the  process  of  destruction  in  this  instance  is  the 
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common  one  of  bacteriolysis  in  which  amboceptor  and  comple- 
ment play  the  decisive  part. 

But  the  essential  question  at  issue  is  not  the  extracorporeal  but  the 
intracorporeal  method  of  destruction  of  typhoid  bacilli.  It  is  upon 
that  point  that  light  is  especially  needed.  To  apply  directly  the 
results  of  test-tube  experiments  to  the  explanation  of  what  takes 
place  in  the  body  itself  has  not  proven  wholly  illuminating.  We 
already  know  that  typhoid  bacilli  may  appear  and  survive  in  the' 
blood  of  human  typhoid  fever  patients  at  a  time  when  the  shed 
blood  is  highly  bacteriolytic  for  the  bacilli. 

The  observations  which  this  paper  records  indicate  a  wide  dis- 
parity between  the  processes  involved  in  the  destructions  of  the 
bacilli  in  test-tiibes  and  in  the  living  body.  In  the  latter,  the  bacilli 
introduced  into  the  blood  are  quickly  agglutinated,  aher  which 
they  are  removed  by  the  organs.  In  the  interstices  of  the  organs 
they  come  into  close  relation  with  polymorphonuclear  leucocytes 
(themselves  assembled  in  the  organs  as  result  of  the  bacterial  in- 
jection) which  englobe  and  destroy  them.  There  is  no  evidence  at 
hand  which  connects  ordinary  bacteriolysis  with  intra  vitam  de- 
struction of  typhoid  bacilli.  The  unagglutinated  and  unphago- 
cyted  bacilli  in  the  organs  resist  longest  and  stain  best;  and  com- 
plement has  yet  to  be  detected  in  thes  circulating  plasma. 

This  view  of  the  process  of  intr<i  vitam  destruction  of  typhoid 
bacilli  may  serve  to  explain  the  fact  that  typhoid  bacilli  sometimes 
circulate  in  the  blood  of  typhoid  patients.  It  is  known  that  bacilli 
cultivated  from  the  circulating  blood  are  often  inagglutinable.  We 
have  found  no  indications  that  phagocytosis  of  the  bacteria  studied 
by  us  takes  place  in  the  blood  or  on  a  grand  scale  in  the  unaggluti- 
nated state.  Hence,  as  the  bacilli  cannot  be  agglutinated  and  re- 
moved by  the  organs  and  also  cannot  be  phagocyted  in  the  blood 
stream,  they  continue  to  circulate,  under  some  conditions,  until  they 
are  removed  and  destroyed  by  the  phagocytes. 

The  indications  therefore  are  that  in  the  body  the  destruction  of 
typhoid  bacilli  by  means  of  bacteriolysis  does  not  take  place.  The 
question  arises,  however,  whether  in  the  tests  of  the  survival  of  the 
bacilli  in  the  pulp  the  conditions  produced  do  not  render  the  operation 
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of  the  bacteriolytic  processes  impossible.  To  test  this  point,  crushed 
liver,  spleen,  and  kidney  were  added  to  fresh  normal  rabbit  sera  just 
previous  to  introducing  the  typhoid  bacilli.  The  test-tubes  were 
incubated  for  two  hours,  after  which  plates  were  made.  It  devel- 
oped that  the  action  of  the  spleen  and  kidney  pulps  was  negligible, 
while  the  liver  pulp  caused  complete  inhibition  of  bactericidal 
effect.  Further  tests  indicated  that  it  is  the  biliary  constituent  of 
the  liver  that  is  responsible  for  this  action,  since  bile  in  quantities 
themselves  non-hemolytic  inhibits  the  activity  of  a  hemolytic  sys- 
tem apparently  through  its  anticomplementary  effect. 

SUMMARY. 

Typhoid  bacilli  are  agglutinated  promptly  in  the  circulating  blood 
of  normal  rabbits  and  quickly  removed  from  the  blood  stream. 

The  clumped  bacilli  accumulate  in  the  organs  and  are  taken  up 
by  assembled  polymorphonuclear  leucocytes  in  the  liver,  spleen,  and 
possibly  other  organs. 

The  phagocyted  clumps  of  bacilli  are  digested  and  destroyed 
by  the  phagocytes. 

Hence,  destruction  of  typhoid  bacilli  intra  vitam  is  brought  about 
by  an  entirely  different  process  than  is  the  destruction  by  serum 
and  whole  blood  in  vitro.  While  the  latter  is  caused  by  bacteriol- 
ysis, the  former  results  from  agglutination  and  intraphagocytic  di- 
gestion. 

Lysis  by  fresh  blood  serum  is  not  appreciably  affected  by  spleen 
or  kidney  pulp,  but  it  is  inhibited  by  liver  pulp.  The  action  of  the 
liver  is  referable  to  its  biliary  constituents,  which  exert  anticomple- 
mentary action. 

Probably  in  certain  examples  of  typhoid  fever  in  man  the  typhoid 
bacilli  in  the  circulating  blood  being  inagglutinable  cannot  be  re- 
moved by  the  organs  and  hence  are  not  phagocyted  and  destroyed. 

The  observed  disparity  between  the  ready  destruction  of  typhoid 
bacilli  by  serum  and  shed  blood  and  the  resistance  sometimes  offered 
by  the  bacilli  in  the  infected  body  is  explained  by  the  essential  dif- 
ferences in  the  destructive  processes  in  operation  within  and  with- 
out the  body. 
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(Hull:   Fate  of  Typhoid  Bacilli   Injected  into  Normal   Rabbits.) 
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EXPLANATION  OF  PLATE  54- 

Fig.  I.  Heart's  blood  from  a  rabbit  containing  2  clumps  of  typhoid  bacilli. 
The  specimen  was  taken  30  seconds  after  the  bacteria  were  injected  into  the  ear 
vein.    Stained  by  Manson's  method. 

Figs.  2,  3,  and  4.  Polymorphonuclear  leucocytes  from  lung,  liver,  and  spleen, 
respectively,  containing  clumps  of  typhoid  bacilli.  The  tissues  were  removed 
from  the  animal  30  minutes  after  the  bacteria  were  injected.    Manson's  stain. 

Fig.  5.  A  smear  of  crushed  liver  tissue.  The  specimen  was  removed  from  a 
rabbit  2j^  hours  after  an  intravenous  injection  of  typhoid  bacilli,  (a),  leuco- 
cj^e  containing  disintegrated  bacilli;  (b)  and  (c),  free  bacilli  staining  deeply. 
Manson's  stain. 
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THE  AGGLUTINATION  OF  BACTERIA  IN  VIVO. 

By  CARROLL  G.  BULL,  M.D. 
(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research.) 

(Received  for  publication,  June  i,  191 5.) 

Among  the  factors  to  which  bacterial  immunity  is  ascribed  the 
phenomenon  of  agglutination  occupies  the  most  subordinate  place. 
Indeed,  the  general  view  held  by  immunologists  is  to  the  effect  that 
however  valuable  agglutination  may  be  in  vitro  in  identifying  bac- 
teria or  discovering  specific  forms  of  infection,  yet  the  process  plays 
no  essential  part  in  the  protection  of  animals  as  such.  The  appear- 
ance of  agglutinins  in  the  sera  or  body  fluids  of  infected  individuals 
or  inoculated  animals  is  considered  a  sign  of  the  existence  of  a 
greater  or  less  degree  of  immunity ;  the  agglutinins  themselves  being 
merely  incidental  accompaniments  of  the  true  immunity  factors, — 
lysins,  bacteriotropins,  and  antitoxins.  We  have,  however,  made 
certain  observations  within  the  last  few  months  which  indicate  that 
agglutinins  play  quite  an  important  part  in  at  least  certain  instances 
of  active  and  passive  immunity. 

In  reporting  his  classical  work  on  the  specificity  and  practical  application  of 
the  phenomenon  of  agglutination,  Gruberi  expressed  the  opinion  that  agglutinins 
were  quite  essential  properties  of  an  immune  serum.  He  believed  that  the  phe- 
nomenon of  agglutination  was  due  to  the  fact  that  the  agglutinins  (Glabrifidnc) 
increased  the  viscidity  of  the  bacterial  bodies  and  caused  them  to  adhere  to  one 
another.  Gruber  advanced  the  idea  also  that  this  increased  viscidity  aided  in 
the  englobement  of  the  bacteria  by  the  phagocytes,  and  would  probably  explain 
the  accumulation  of  bacteria  in  the  organs  when  they  were  injected  into  the 
circulation.  Gruber's  h3rpothesis  has  never  been  further  developed  or  proved 
by  himself  or  others. 

Metchnikoff2  contends  that  agglutinins  play  no  role,  however  small,  in  active 
or  passive  immunity  processes.  "The  phenomenon  of  agglutination  is  of  no 
great  importance  from  the  point  of  view  of  natural  immimity."»  "We  have 
already  given  the  arguments  which  render  it  impossible  for  us  to  attribute  to  the 
agglutinative  property  of  the  fluids  of  the  body  any  role,  however  unimportant, 

1  Gruber,  M..  Wien,  klin.  Wchnschr.,  1896,  ix,  183,  204, 

2  Metchnikoff,  E.,  Immunity  in  Infective  Diseases,  Cambridge,  1905. 

3  Metchnikoff,  loc.  cit. 
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in  natural  immunity  against  micro-organisms."*  "The  part  played  by  aggluti- 
nation in  this  immunity  (acquired)  is  merely  accidental  and  subordinate."*^ 

After  extensive  investigation,  Salimbeni«  concluded  that  bacterial  aggluti- 
nation never  takes  place  within  the  animal  organism.  This  author  worked  with 
animals  immunized  to  the  cholera  vibrio.  The  sera  of  the  animals  were  strongly 
agglutinative  in  vitro,  but  he  was  unable  to  find  any  evidence  indicative  of  agglu- 
tination in  vivo, 

Sawtschenko  and  Melkich^  believed  that  agglutinins  were  present  and  active 
in  the  plasma  of  cases  of  recurrent  fever.  They  found  small  clumps  of  spiro- 
chaetes  in  blood  immediately  after  its  removal  from  the  patients.  It  was  sug- 
gested by  them  that  the  agglutination  in  the  plasma  was  incomplete  because  of 
the  rapid  movement  of  the  blood. 

A  glance  at  the  literature  given  above  readily  convinces  one  of  the  slight 
consideration  agglutinins  as  protective  agents  have  received.  Gruber's  sugges- 
tions seem  to  have  gone  by  as  such  and  Sawtschenko's  observations  have  not 
been  considered  sufficient  proof  of  the  functioning  of  agglutinins  in  vivo. 
Salimbeni  has  done  the  most  direct  and  extensive  work  on  this  subject  and  his 
results  led  him  to  conclude  that  agglutination  is  strictly  a  phenomenon  of  the 
test-tube.  And  Metchnikoff  is  quite  firmly  convinced  of  the  imimportance  of 
agglutinins  in  both  natural  and  acquired  immunity.  Our  observations  made  in 
a  more  or  less  incidental  manner  seem  to  justify  a  different  conception  of  agglu- 
tination as  an  immunity  factor,  for  which  reason  they  have  been  put  together  in 
this  paper. 

Pneumococci  and  Agglutination  in  Vivo. 

In  the  course  of  the  study  of  the  manner  of  the  rapid  disappear- 
ance of  pneumococci  from  the  blood  stream  of  rabbits  following  the 
injection  of  antipneumococcus  serum  the  observation  was  made  that 
an  almost  instantaneous  agglutination  of  the  pneumococci  was  pro- 
duced in  the  blood  by  the  serum  introduced  and,  furthermore,  that 
the  climiped  or  massed  cocci  quickly  accumulated  in  the  internal 
organs.® 

These  facts  in  themselves  are  not  only  new,  as  is  evident  from 
the  literature  previously  quoted,  but  they  are  important  as  bearing 
on  our  conception  of  the  biological  processes  which  come  into  play 
in  the  course  of  bacterial  immunity.  Aside  from  this  consideration, 
however,  the  facts  are  of  interest  in  connection  with  the  following 
points :  (i)  the  time  required  for  the  reaction  to  take  place;  (2)  the 

*  Metchnikoff,  loc.  cit.,  p.  258. 
^  Metchnikoff,  loc.  cit.,  p.  263. 
«  Salimbeni,  A.  T.,  Ann.  de  VInst.  Pasteur,  1897,  xi,  277. 

7  Sawtschenko  and  Melkich,  Ann.  de  VInst.  Pasteur,  1901,  xv,  497. 

8  Bull,  C.  G.,  Jour.  Ex  per.  Med.,  191 5,  xxii,  457. 
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degree  of  its  specificity;  (3)  the  concentration  of  senim  necessary  to 
effect  agglutination;  and  (4)  the  relation  of  the  quantity  of  serum 
employed  to  the  course  of  a  bacterial  septicemia. 

EXPERIMENTAL. 

When  the  agglutination  tests  are  made  in  test-tubes  it  is  custo- 
mary to  incubate  the  tubes  for  two  hours  at  37®  C.  and  then  to  set 
them  aside  at  a  low  temperature  for  another  period  of  several 
hours  before  the  results  are  read. 

In  contradistinction  to  the  slowness  with  which  agglutination 
occurs  and  becomes  evident  in  vitro  is  its  instantaneous  occurrence 
in  vivo.  To  demonstrate  this  point  we  have  proceeded  as  follows : 
The  bacteria  (pneumococd)  from  50  cc.  of  bouillon  are  injected 
into  the  ear  vein  of  a  rabbit,  after  which  a  specimen  of  blood  is 
taken  from  the  heart  to  ascertain  if  sufficient  bacteria  are  present 
to  be  easily  found  with  the  microscope  and  to  determine  the  absence 
of  clumps.  The  antiserum  is  then  injected  and  a  specimen  of  blood 
taken  from  the  heart  not  later  than  thirty  seconds  afterwards. 
Other  specimens  are  taken  at  one,  two,  three,  five,  and  ten  minute 
intervals.  The  sample  of  blood  removed  at  twenty  seconds  usually 
contains  the  largest  and  greatest  number  of  clumps.  The  second 
sample  may  also  show  many  clumps  of  fair  size,  but  the  later  samples 
show  only  a  few  small  clumps.  As  a  rule,  no  clumps  or  free  bac- 
teria whatever  can  be  found  at  the  expiration  of  five  or  ten  minutes, 
particularly  if  from  i  to  2  cc.  of  serum  have  been  injected. 

Why  bacteria  agglutinate  so  much  more  rapidly  in  vivo  than  in 
vitro  is  not  evident.  The  temperature  conditions  do  not  offer  a 
satisfactory  explanation,  because  the  reaction  does  not  occur  in  the 
test-tube  immediately  after  body  temperature  is  reached.  The 
effect  of  the  agitation  caused  by  the  circulation  of  the  blood  is  not 
known,  but  would  not  seem  to  suffice  to  produce  the  great  differences 
noted.  It  is  quite  possible  that  some  constituent  of  the  blood  of  the 
host  aids  the  specific  serum  in  producing  those  changes  in  the  bac- 
terial bodies  which  precede  agglutination,  but  of  this  we  are  wholly 
ignorant. 

The  specificity  of  antipneumococcic  agglutinins  is  as  strict  in  vivo 
as  in  vitro,     A  heterologous  serum  causes  no  agglutination  in  a 
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concentration  fifty  times  as  great  as  that  in  which  a  homologous 
senmi  gives  a  positive  reaction. 

In  following  the  reaction  quantitatively  in  vivo  we  found  that 
quantities  of  serum  as  small  as  0.05  cc.  per  kilo  of  body  weight  of 
the  rabbit  caused  the  formation  of  small  clumps,  and  that  that 
quantity  was  the  least  amount  that  exercised  any  appreciable  influ- 
ence on  the  course  of  the  septicemia  or  sufficed  to  prolong  the  life  of 
the  inoculated  animals.  Since  the  agglutinating  titer  of  the  anti- 
serum employed  was  i  to  50  by  the  macroscopic  method,  this  result 
was  wholly  unexpected.  But  the  result  was  rendered  more  com- 
prehensive when  it  was  ascertained  that  by  merely  modifying  the 
method  somewhat  the  titer  could  be  increased  to  i  to  500.  Thus, 
when  from  0.08  to  o.i  cc.  of  a  bouillon  culture  of  the  pneumo- 
cocci  is  added  to  i  cc.  of  the  diluted  serum,  clumps  are  formed 
which  may  be  large  enough  to  be  seen  by  the  naked  eye,  provided 
the  fluids  are  clear.  Stained  preparations  viewed  with  the  micro- 
scope also  reveal  the  clumps.  But  even  so,  agglutination  within  the 
body  seems  to  take  place  with  dilutions  of  the  serum  which  are 
wholly  ineffective  in  the  test-tube. 

Typhoid  Bacilli  and  Agglutination  in  Vivo. 

When  tjrphoid  bacilli  are  injected  into  the  circulation  of  normal 
rabbits,  they  quickly  leave  the  blood.  The  precise  manner  of  the 
disappearance  has  not  been  investigated.  Because  the  typhoid  ba- 
cilli are  subject  to  lysis  it  has  been  supposed  that  they  are  in  fact  dis- 
integrated. 

When,  however,  the  blood  was  examined  as  described  in  connec- 
tion with  the  pneumococci  it  was  learned  that  the  bacilli  agglutinate 
within  a  few  seconds  after  entering  the  blood  stream.  The  rapidity 
with  which  agglutination  takes  place  is  affected  by  the  power  of  the 
serum  to  cause  agglutination  in  the  test-tube.  With  rabbits  whose 
blood  does  not  possess  this  power  a  single  bleeding  could  be  per- 
formed before  clumps  were  formed;  in  all  others,  agglutination 
had  taken  place  within  the  brief  period  of  thirty  seconds* 

The  heating  of  typhoid  bacilli  to  80°  C.  for  half  an  hour  rendered 
them  more  readily  agglutinable  in  vivo  than  unheated  bacilli.  While 
bacilli  heated  to  from  65°  to  80°  C.  proved  inagglutinable  in  test- 
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tubes,  our  experience  here  confirmed  the  observation  of  others.® 
In  this  respect,  therefore,  agglutination  in  vivo  diflfers  from  that 
in  vitro. 

Dysentery  Bacilli  and  Agglutination  in  Vivo, 

As  a  rule,  normal  rabbit  serum  does  not  agglutinate  in  vitro  in 
dilutions  of  i  to  lo  any  of  the  varieties  of  dysentery  bacilli.  The 
sera  of  all  the  rabbits  we  tested  were  inactive  in  this  dilution.  We 
employed  the  following  strains :  Shiga,  Strong,  Hiss,  and  Flexner. 

The  strains  of  the  Shiga  type  do  not  agglutinate  and  remained 
in  the  blood  for  twenty  minutes  distributed  uniformly;  while  the 
other  strains  undergo  immediate  agglutination,  clumps  being  found 
twenty  seconds  after  the  bacteria  were  injected.  By  means  of  this 
reaction  it  was  possible  to  determine  within  two  minutes  whether  the 
culture  tested  belonged  to  the  Shiga  or  Flexner  groups  of  dysentery 
bacilli. 

The  fate  of  the  dysentery  bacilli  could  also  be  followed.  When 
the  rabbits  are  killed  as  early  as  seven  minutes  after  receiving  an 
inoculation  of  one  of  the  Flexner  group  of  bacilli,  large  numbers 
of  leucocytes  carrying  clumps  of  one  hundred  or  more  bacilli  were 
already  present  in  the  lungs,  liver,  and  spleen. 

When  an  immune  serum  for  the  Shiga  type  of  bacillus  is  injected 
into  the  circulation  the  Shiga  bacilli,  which  otherwise  do  not  agglu- 
tinate, become  immediately  clumped.  The  distinction,  therefore, 
in  the  behavior  of  the  Shiga  and  the  Flexner  groups  depends  on 
the  presence  in  the  normal  rabbits  of  agglutinins  for  the  one  and 
not  for  the  other  group. 

Bacilltis  influenzcB  and  Agglutination  in  Vivo, 
A  non-virulent  strain  of  Bacillus  influenzcB  isolated  from  the 
respiratory  tract  agglutinated  in  the  circulation  of  normal  rabbits 
one  minute  after  injection.  A  virulent  strain  isolated  from  a  case 
of  influenzal  meningitis  was  not  agglutinated  and  was  still  in  the 
circulating  blood  twenty  minutes  after  injection.  The  distinction 
of  virulent  and  non-virulent  strains  is  determined  by  the  fact  that  the 
former  causes  a  fatal  septicemia  in  young  rabbits,  while  the  latter 
does  not.^^ 

»  Porges,  O.,  Ztschr.  f.  exper.  Path.  u.  Therap.,  1905,  i,  621. 
10  Wollstein,  M.,  Jour.  Exper.  Med.,  191 5,  xxii,  445. 
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DISCUSSION. 

The  results  described  in  the  preceding  pages  emphasize  the  oc- 
currence as  well  as  the  significance  of  agglutination  of  bacteria  in  the 
blood  once  they  have  gained  access  to  the  circulation. 

In  the  first  place,  the  power  of  the  blood  in  normal  animals  to 
cause  agglutination  determines,  apparently,  in  large  measure  whether 
the  bacteria  are  to  be  promptly  removed  and  septicemia  avoided  or 
to  remain  and  to  bring  about  without  restraint  that  serious  con- 
dition. The  importance  of  this  power  as  far  as  the  normal  rabbit 
is  concerned  is  well  illustrated  by  the  examples  afforded,  on  the 
one  hand,  by  pneumococci,  dysentery  bacilli  of  the  Shiga  tjrpe,  and 
virulent  influenza  bacilli,  and,  on  the  other  hand,  by  typhoid  bacilli, 
dysentery  bacilli  of  the  Flexner  group,  and  non-virulent  influenza 
bacilli. 

The  normal  blood  of  the  rabbit  fails  to  agglutinate  the  Shiga 
dysentery  bacilli  outside  (in  vitro)  or  even  inside  the  circulation, 
with  the  result  that  they  are  not  converted  into  clumps  in  the  blood 
stream  and  hence  are  not  promptly  removed  from  it,  and  while  the 
normal  blood  does  not  agglutinate  the  Flexner  group  of  dysentery 
bacilli  in  the  test-tube  in  a  i  to  lo  dilution  even  after  two  hours'  in- 
cubation at  37°  C,  it  does  agglutinate  them  immediately  in  the  cir- 
culation, whence  they  are  quickly  removed.  Similarly,  the  circu- 
lating blood  of  the  rabbit  does  not  agglutinate  pneumococci  or  the 
virulent  form  of  influenza  baciUi,  with  the  result  that  they  remain 
and  multiply  there,  leading  to  a  septicemia  to  which  the  animal  suc- 
cumbs ;  while  typhoid  bacilli  and  the  non-virulent  form  of  influenza 
bacilli  are  instantly  agglutinated  and  promptly  removed  from  the 
circulation. 

In  view  of  these  facts  we  can  discern  in  the  phenomenon  of  ag- 
glutination in  the  blood  an  essential  mechanism  through  which  bac- 
teria are  so  changed  that  they  accumulate  in  the  capillaries  and 
sinuses  of  the  viscera;  and  perceive  in  this  mechanism  the  decisive 
act  which  determines  whether  protection  is  to  be  afforded  or  fatal 
septicemia  supervene. 

Indeed,  the  facts  at  hand  illuminate  the  mechanism  of  protection 
from  infection  even  further.  It  would  appear  that  in  the  instances 
given  the  bacteria  neither  accumulate  in  the  organs  to  any  degree 
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when  unagglutinated  nor  are  they  taken  up  by  the  leucocytes  within 
the  circulation  when  they  remain  there.  Moreover,  those  bacteria 
which  enter  the  organs  before  agglutination  takes  place  remain  in 
the  single  form  and  escape  phagocytosis.  When,  however,  agglu- 
tination has  taken  place  the  bacteria  are  quickly  removed  from  the 
circulation  and  are  englobed  by  leucocytes  in  the  lungs,  liver,  spleen, 
and  other  organs,  and,  as  may  be  inferred  from  the  rapidity  with 
which  they  are  disintegrated  in  the  phagocytes  as  compared  with 
their  persistence  when  free,  are  quickly  destroyed,  and  possibly 
finally  detoxicated.  In  other  words,  in  order  that  the  bacteria  may 
be  promptly  removed  from  the  blood  stream  it  is  requisite  that  they 
be  first  agglutinated,  which  condition  is  also  required  in  order  that 
they  be  destroyed  en  masse  within  the  organs,  a  process  achieved, 
apparently,  chiefly  through  phagocytosis. 

This  phenomenon  of  protection  in  the  normal  animal  is  paralleled 
by  what  happens  when  an  effective  antiserum  is  employed  to  pre- 
vent or  combat  a  bacterial  infection,  as  is  illustrated  by  the  ex- 
amples given  of  serum  protection  in  pneumococcus  and  Shiga  bacil- 
lus infection  in  the  rabbit.  It  may  be  inferred  that  similar  processes 
occur-  in  other  infections  and  in  other  animals,  including  man,  but 
many  more  particular  cases  will  need  to  be  investigated  before  gen- 
eral deductions  are  made. 

SUMMARY. 

1.  Small  quantities  of  antiserum,  bring  about  instantaneous  ag- 
glutination of  pneumococci  in  the  circulation  of  the  rabbit;  the  re- 
action is  specific  and  occurs  in  every  case  in  which  sufficient  serum 
is  given  to  influence  the  course  of  the  septicemia  or  to  prolong  the 
life  of  the  animal. 

2.  The  agglutinating  titer  of  antipneumococcus  serum  can  be 
made  considerably  higher  by  adding  only  a  small  quantity  of  cul- 
ture to  the  tests,  thus  making  the  test  a  finer  differential. 

3.  Typhoid  bacilli  agglutinate  spontaneously  in  the  circulation 
of  the  normal  rabbit ;  the  reaction  is  positive  in  vivo  even  in  cases 
in  which  undiluted  serum  gives  a  negative  result  in  vitro;  heating 
the  bacilli  to  80°  C.  for  thirty  minutes  renders  them  more  agglu- 
tinable  in  vivo. 
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4.  Dysentery  bacilli  of  the  Shiga  type  do  not  agglutinate  in  the 
blood  stream  of  the  normal  rabbit,  but  a  small  quantity  of  antiserum 
injected  into  the  circulation  causes  immediate  agglutination;  while 
all  strains  of  the  Flexner  group  undergo  spontaneous  agglutination. 

5.  Non-virulent  influenza  bacilli  agglutinate  spontaneously  in  the 
circulation  of  the  normal  rabbit;  virulent  strains  remain  in  the  blood 
iinclumped. 

6.  In  all  instances  so  far  investigated  of  both  passive  and  natural 
immunity,  agglutination  of  the  bacteria  within  the  blood  of  the 
infected  animal  was  followed  by  a  rapid  removal  of  the  bacteria 
from  the  circulation,  and  by  phagocytosis  and  destruction  of  the 
agglutinated  bacteria  in  the  capillary  systems  of  the  viscera;  wMle 
those  bacteria  which  are  not  agglutinated  remain  in  the  circulation 
and  produce  a  progressive  septicemia. 

7.  Hence  the  agglutinins  seem  to  play  the  decisive  part  in  at  least 
certain  instances  of  bacterial  infections. 
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FATTY  DEGENERATION  OF  THE  CEREBRAL  CORTEX 

IN  THE  PSYCHOSES,  WITH  SPECIAL  REFERENCE 

TO  DEMENTIA  PRECOX. 

By  henry  a.  cotton,  M.D. 

(From  the  Pathological  Laboratory  of  the  Royal  Psychiatric  Clinic,  Munich,  and 
the  Laboratory  of  the  New  Jersey  State  Hospital  for  the  Insane,  Trenton.) 

Plates  55  and  56. 

(Received  for  publication.  May  12,  1915.) 

Object  and  Scope  of  the  Investigation. 

Although  there  exist  in  the  literature  many  references  to  the  nor- 
mal and  abnormal  accumulation  of  fatty  pigment  or  lipoid  material 
in  the  nerve  cells  and  neuroglia,  it  cannot  be  said  that  the  subject  has 
been  treated  exhaustively,  or  that  our  knowledge  of  the  source  and 
character  and  occurrence  of  this  phenomenon  is  adequate.  The 
significance  of  lipoid  degeneration  of  nervous  tissue  and  its  relation, 
if  any,  to  definite  mental  diseases  has  not  been  thoroughly  investi- 
gated, and  therefore  it  was  thought  important  enough  to  make  a 
thorough  investigation  of  the  subject  and  to  ascertain  if  any  possible 
relation  existed  between  fatty  degeneration  of  the  nervous  elements 
of  the  cortex  and  the  various  psychoses. 

In  order  to  determine  this  question,  many  difficulties  arose,  as  the 
fatty  content  of  the  nervous  elements  in  normal  individuals  had  to 
be  thoroughly  studied  before  one  could  decide  whether  the  accumula- 
tions of  fatty  pigment  were  pathognomonic  or  not.  We  know  that 
these  accumulations  become  more  pronounced  as  the  individual 
becomes  older,  so  that  it  is  important  to  consider  the  age  of  the  in- 
dividual before  deciding  upon  the  pathologic  significance  of  this 
phenomenon.  It  is  also  possible  that  various  poisons,  especially 
alcohol,  may  have  a  potent  effect  upon  the  occurrence  of  fatty  de- 
generation of  the  nervous  elements,  even  in  the  adolescent  and  adult 
years  of  life.     Therefore  in  order  to  establish  any  pathologic  sig- 
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nificance  to  this  phenomenon  only  a  pronounced  increase  in  the  lipoid 
and  fatty  pigment  out  of  proportion  to  the  age  of  the  patient  can  be 
regarded  as  patently  pathologic.  And  this  abnormal  condition  can 
be  brought  into  definite  relation  to  the  morbid  process  only  when  it 
occurs  regularly  in  many  cases  of  the  sam^  disease.  The  object  of 
this  investigation  then  was  to  determine  the  relation  of  fatty  deposits 
in  the  elements  of  the  central  nervous  system  as  found  in  both 
normal  and  abnormal  brains  of  human  species.  In  order  to  deter- 
mine whether  it  was  a  necessary  constituent  of  nervous  tissue,  the 
brains  of  various  wild  and  tame  animals  were  also  studied. 

Methods. 

The  Herxheimer  method^  of  staining  the  fatty  pigment  by  means  of  Schar- 
lach  R  was  the  principal  method  used,  as  this  method  is  far  superior  to  any 
other  for  demonstrating  the  fatty  pigment,  and  it  also  enables  us  to  make  a 
comparative  estimate  of  the  character  and  amount  of  the  pigment  present. 

For  this  purpose  formalin-hardened  material  was  used,  and  sections  were 
cut  with  a  freezing  microtome.  No  alcohol  material  can  be  used,  as  the  alcohol 
extracts  a  large  amount  of  the  fatty  pigment,  and  the  picture  is  therefore 
inaccurate. 

Old  formalin  material  can  be  used,  although  freshly  hardened  tissue  is 
preferable. 

1  Herxheimer's  Stain  for  Fat  by  Scharlach  R, 

1.  Formalin  fixation. 

2.  Frozen  sections. 

3*.  Stain  in  Scharlach  R  solution  2  to  5  minutes,  with  or  without  heating.  The 
stain  is  perhaps  a  trifle  more  intense  with  heat,  but  precipitation  is  more 
likely  to  occur. 

4.  Wash  in  water. 

5.  Stain  in  dilute  Ehrlich's  hematoxylin  (diluted  i  to  4)   for  i  to  3  minutes; 

usually  a  minute  or  a  few  seconds  are  sufficient  if  the  solution  is  well 
ripened. 

6.  Wash  well  in  tap  water,  3  to  5  minutes  or  more. 

7.  Transfer  to  a  slide  by  dipping  the  slide  in  the  water  beneath  the  section. 

8.  Dry  off  the  water  about  the  margins  of  the  section  with  filter  paper,  but  do 

not  blot 

9.  Mount  in  glycerine  and  seal  the  edges  of  the  cover-glass  with  wax. 

*  Scharlach  Staining  Solution. 
Make  up  just  previous  to  use. 

Saturate  the  following  solution  with  Scharlach  R  in  a  test-tube  by  agitation 
and  heat ;  filter  carefully. 

Absolute  alcohol  70  cc. 

ID  per  cent  sodium  hydrate  solution  20  " 

Distilled  water    10   " 
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The  Nissl  stain  was  also  used  to  determine  other  pathologic  changes  in  die 
nervous  elements.  But  frequently  the  picture  obtained  by  the  Nissl  method 
gave  no  indication  of  the  presence  of  the  fatty  pigment  Only  in  cases  of  far 
advanced  degeneration  such  as  that  found  in  senile  dementia  was  the  fatty  pig- 
ment demonstrable  by  this  method. 

The  neurofibrils  were  studied  by  means  of  the  Bielschowsky  and  Cajal 
methods,  but  the  results  obtained  were  not  considered  trustworthy  on  account 
of  their  difficulty  and  often  unreliability.  It  was  therefore  impossible  to  form 
any  opinion  of  the  relations  of  the  neurofibrils  to  the  fatty  degeneration,  with 
the  exception  of  a  few  types,  notably  the  pathologic  changes  found  in  central 
neuritis  and  occasionally  in  senile  dementia. 

There  can  be  no  doubt  that  changes  in  the  neurofibrils  associated  with  fatty 
degeneration  of  the  nerve  cells  exist,  but  with  our  present  unreliable  silver 
impregnation  methods  it  is  impossible  to  demonstrate  this  relation. 

The  Occurrence  of  Fatty  Pigment  in  Brains  of  Normal  Individuals. 

This  investigation  was  begun  in  the  laboratory  of  the  clinic  at 
Munich  in  1905-06.  The  difficulty  of  obtaining  normal  brain 
material  in  a  commimity  where  the  excessive  use  of  alcohol  was  the 
rule  soon  became  apparent.  A  number  of  normal  brains  were  ex- 
amined, but  changes  demonstrated  by  the  Nissl  as  well  as  by  the 
Scharlach  method  forced  us  to  discard  such  material.  In  the  inter- 
val (1906-11)  normal  material  was  collected  principally  from  acci- 
dent cases  which  came  under  the  supervision  of  the  county  physician 
and  from  electrocuted  cases  at  the  State  Prison.  In  this  way  we 
were  able  to  examine  the  brains  of  about  thirty  cases  of  supposedly 
normal  individuals  of  various  ages.  Many  were  not  available  be- 
cause of  excessive  alcoholism,  but  we  were  able  to  form  some  opin- 
ion as  to  the  occurrence  of  fatty  pigment  in  various  decades  from 
the  new-born  to  old  age. 

In  a  new-bom  no  lipoid  pigment  was  found  in  the  glia,  the  ganglion  cells, 
or  in  the  cerebral  cortex.  In  the  case  of  a  young  man  16  years  old,  killed  by 
an  electric  shock,  lipoid  granules  were  found  in  many  ganglion  cells  of  the 
cerebral  cortex,  but  always  in  very  small  quantity  only;  they  lay  in  the  pyramid 
cells  mostly  at  the  base  of  the  cells  by  the  side  of  the  nucleus,  and  produced  the 
impression  that  they  did  not  permeate  the  entire  cell  plasma  but  included  only  a 
comparatively  small  part  of  the  cells.  In  the  glia  cells  as  well  as  in  the  vessels 
were  found  no  single  isolated  fatty  granules,  and  none  were  fotmd  in  the  super- 
ficial glia. 

A  considerable  increase  of  the  lipoid  pigment  was  found  in  the  case  of  an 
electrocuted  convict  30  years  old;  here  appeared  likewise  only  very  few  fatty 
granules  in  the  ganglion  cells ;  usually  only  3  to  10  granules  lay  at  the  base  of  the 
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cells  near  the  border.  As  in  the  former  case,  so  here  in  the  glia  and  even 
in  the  glia  cells  of  the  most  superficial  strata  no  deposit  of  lipoid  pigment  was 
fotmd.  Neither  were  lipoid  granules  found  in  the  ganglion  cells  of  a  27  year 
old  negro,  electrocuted.  In  the  case  of  a  36  year  old  suicide  (because  of  unhappy 
family  relations)  somewhat  more  fatty  deposit  was  found,  still  the  amount  was 
not  very  considerable.  In  a  70  year  old  man  who  had  shown  no  mental  defect 
the  mass  of  the  lipoid  pigment  in  the  ganglion  cells  was  noticeably  augmented. 
In  many  ganglion  cells  the  entire  base  of  the  cells  seemed  to  be  filled  with  lipoid 
materials;  the  nucleus  was  also  somewhat  displaced  toward  the  apical  dendrite; 
and  in  the  glia  cells  a  large  quantity  of  fat,  likewise  in  the  vessels,  was  demon- 
strated. Other  brains  of  individuals,  appearing  mentally  normal,  were  not 
available  because  during  life  a  considerable  abuse  of  alcoholic  beverages  had 
occurred,  and  a  multiplication  of  the  lipoid  pigment  in  certain  of  these  cases 
might  probably  have  been  connected  with  chronic  alcoholism. 

The  result  of  these  investigations  may  be  summarized  as  follows : 
that  lipoid  materials  are  not  to  be  found  in  the  glia  cells,  the  ganglion 
cells,  and  the  vascular  walls  of  the  cerebral  cortex  of  the  new-born; 
that  in  the  second  decade  of  life  lipoid  materials  already  occur  nor- 
mally in  the  ganglion  cells  of  the  cerebral  cortex,  yet  still  in  very 
small  amount  and  only  at  particular  points  of  the  ganglion  cells; 
that  in  the  third  period  or  decade  they  do  not  yet  seem  to  be  mate- 
rially increased,  but  thereafter  in  later  life  the  quantity  asstunes  a 
considerable  augmentation.  While  during  the  middle  period  of  life 
only  little  fat  is  foimd  in  the  glia  cells  and  in  the  cells  of  the  vascular 
walls  together  with  a  considerable  increase  in  the  ganglion  cells,  in 
advanced  age  the  fat  is  increased  in  the  glia  and  in  the  vessels ;  even 
in  the  most  superficial  strata  of  the  glia  there  was  found  in  middle 
age  no  accumulation  of  the  lipoid  materials.  In  the  large  Betz  cells 
of  the  motor  area,  however,  there  is  usually  present  a  large  amoimt 
of  pigment  even  in  normal  individuals  of  various  ages.  Also  in  the 
cells  of  the  anterior  horn  of  the  spinal  cord  fatty  pigment  is  usually 
found  in  fairly  large  amount. 

Hence  we  must  conclude  that  in  the  large  motor  cells  a  consider- 
able amoimt  of  fatty  pigment  is  normal.  It  does  not  occur  in  the 
axis  cylinder  or  even  in  the  neighborhood  of  the  base,  but  is  usually 
found  to  one  side  of  the  nucleus  and  apparently  does  not  interfere 
with  the  functioning  of  the  cell. 
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The  Occurrence  of  the  Lipoid  Pigment  in  Mental  Disorders. 
We  have  investigated  the  following  mental  disorders : 


Amentia   i  case. 

fveronal  poisoning 
Intoxications|ph^gpl^^^3  poisoning ^  ^^'^• 

Chronic  alcoholism 

Manic  depressive  insanity lo 

Dementia  praecox   20 

General  paralysis    12     " 

Senile  dementia  11     " 

Anxiety  psychosis  i  case. 

Central  neuritis  i     " 

Circulatory  psychosis    i     " 

Idiocy    4  cases. 

Epilepsy    19     " 

Alcoholic  insanity  10     " 

In  a  case  of  infectious  psychosis  no  augmentation  of  the  lipoid  siA- 
stance  in  the  cerebral  cortex  could  be  demonstrated  out  of  propor- 
tion to  the  amoimt  corresponding  to  the  age  of  the  patient.  The 
same  was  true  of  the  lipoid  materials  in  the  case  of  one  dead  of 
acute  veronal  and  acute  phosphorus  poisoning.  In  individuals, 
victims  of  chronic  alcoholism,  an  increase  of  the  lipoid  materials  in 
all  the  elements  of  the  cerebral  cortex  correspondent  to  the  age  of 
the  patient  appeared  quite  regularly.  In  the  psychotic  condition  of 
chronic  alcoholism,  especially  in  the  condition  of  dementia,  the 
increase  appears  peculiarly  rich,  still  none  appears  for  the  indi- 
vidual disorders  of  characteristic  peculiarity. 

In  manic  depressive  insanity  of  the  young  there  appeared  no  par- 
ticular diminution  of  the  amount  nor  change  in  the  position  of  the 
lipoid  materials  compared  with  the  normal.  On  the  other  hand,  in 
the  cases  of  later  years  a  considerable  amount  of  the  lipoid  materials 
was  without  doubt  demonstrable,  correspondent  to  the  age  of  the 
person.  Thus  some  cases  which  had  repeatedly  exhibited  acute 
manic  depressive  conditions  showed  already  at  fifty  years  of  age  as 
rich  a  quantity  of  lipoid  materials  in  the  cerebral  cortex  as  other- 
wise are  usually  to  be  seen  only  after  sixty  years  of  life. 
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Dementia  Prcecox. 

Twenty  cases  of  dementia  praecox  were  examined.  In  this  disease 
the  estimation  of  the  fatty  degeneration  was  very  difficult,  because 
most  of  the  cases  ended  fatally  through  exhaustion,  especially  from 
tuberculosis.  Yet  still  there  occur  some  cases  among  these  in  which 
death  occurred  very  early  or  resulted  from  diseases  which  could 
hardly  have  exerted  any  essential  influence  on  the  cortical  cells.  We 
may  therefore  regard  the  pathological  findings  as  a  characteristic 
disease-process,  in  addition  to  the  fact  that  these  cases  show  re- 
markable similarity  in  the  amount  and  distribution  of  the  pigment. 
Because  of  the  significance  of  the  fatty  pigment  found  in  this  group 
several  cases  are  given  in  detail,  with  short  abstracts.  Cases  dying 
of  various  intercurrent  diseases  are  given  to  show  the  similarity  of 
the  cortical  findings. 

Case  I. — M.  C.  Female,  30  years  old;  married.  Psychosis  appeared  after 
pregnancy,  lasted  four  years.  Paranoid  t3rpe.  Moderate  dementia.  Cause  of 
death  tuberculosis  of  the  lungs.  Section  15J/2  hours  after  death.  No  macro- 
scopic alterations  to  be  seen. 

With  the  Nissl  preparation  there  is  seen  a  remarkable  alteration  of  the  cere- 
bral cortex.  Many  cells  are  in  a  sclerotic  state ;  in  the  superficial  strata  the  glia 
are  proliferated,  and  change  in  the  architecture  of  the  cerebral  cortex  is  demon- 
strable. Several  glia  cells  have  penetrated  many  of  the  ganglion  cells ;  the  cellu- 
lar body  is  slightly  stained — almost  invisible — and  no  more  Nissl  bodies  are  to 
be  seen.  With  Scharlach  preparations  one  sees  a  considerable  increase  of  the 
lipoid  substance.  In  the  central  lobe  the  small  and  medium  pyramid  cells  arc 
not  so  noticeably  altered,  but  the  Betz  cells  are  strongly  affected.  The  fatty 
pigment  is  dispersed  in  the  entire  cell  body  and  is  in  great  accumulation.  Many 
cells  arc  completely  degenerated,  and  the  cell  is  indicated  only  by  the  accumu- 
lation of  the  fatty  pigment.  In  the  superficial  strata  and  also  in  the  inferior 
strata  the  glia  is  largely  fat  In  the  frontal  lobes  one  sees  almost  all  the  small 
p)rramid  cells  nearly  ^vholly  fat,  and  affected  by  this  peculiar  degeneration  that 
is  described  later.  The  fatty  pigment  is  deposited  in  the  entire  cellular  body, 
cspedally  at  the  base,  and  in  many  cells  has  penetrated  the  axis  cylinder  (Fig. 
i).  Frequently  the  nucleus  is  laterally  displaced.  The  vessels  contain  much  fat 
in  the  adventitia  cells  and  in  many  small  vessels  the  glia  cells  are  found  clumped 
about  the  vessel  in  which  much  fat  is  contained  (Fig.  7). 

Case  2. — A.  D.  Female,  24  years  old;  single.  Duration  of  the  disease,  ij^ 
years.  Teacher.  Katatonic  type.  Refusal  of  food.  Sense  deceptions,  delusions. 
Poison  in  food,  etc.  Moderate  dementia.  Died  after  8  months  in  institution. 
Wasted.  Cause  of  death  tuberculosis  of  the  lungs.  Section  14^  hours  after 
death.  No  significant  results  are  macroscopically  demonstrable.  Brain  nega- 
tive. On  microscopic  examination,  with  Nissl  preparations  one  sees  in  the 
superficial  as  well  as  in  the  other  layers  that  the  glia  cells  are  full  of  fatty  pig- 
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ment  Mostly  one  sees  a  considerable  increase  in  the  glia  cells,  large  proto- 
plasmatic body,  and  fatty  pigments.  Usually  they  lie  on  the  vessels,  in  many 
places  six  or  eight  consecutively. 

The  ganglion  cells  show  marked  fatty  degeneration;  this  alteration  corre- 
sponds to  the  sclerotic  type  (darkly  stained  nucleus  and  narrow  cell  body). 
The  protoplasmic  prolongations  can  be  followed  out  very  distinctly  and  most 
of  the  cells  in  the  third  stratum  are  plainly  sclerotic,  very  slightly  stained,  and 
only  shadows.  These  walls  are  attacked  by  large  glia  cells;  usually  one  sees 
three  to  six  glia  cells  in  the  cellular  body  of  the  ganglion  cells.  With  the  Nissl 
method  the  vessels  showed  no  very  considerable  alteration.  With  the  Scharlach 
method  one  sees  at  once  in  all  cortical  elements  pathological  alterations  similar 
to  those  described  in  the  foregoing  case. 

Case  3. — A.  B.  T.  Female,  35  years  old;  married.  Duration  of  the  disease 
4  years.  Katatonic  type.  Two  years  before  death  cellulitis  of  the  arms  and 
legs.  Profound  dementia.  Died  suddenly,  after  some  days,  of  volvulus  and 
chronic  nephritis.  Section  5^  hours  after  death.  Slight  pachymeningitis,  mod- 
erate chronic  septic  meningitis,  moderate  brain  atrophy,  pronounced  ependymal 
granulation  of  fourth  ventricle.  The  pathological  findings  in  this  case  were,  of 
course,  not  so  well  defined  as  in  the  two  cases  described  above;  still  they  arc 
in  accord  in  that  there  is  present  a  pronounced  fatty  degeneration  of  all  the 
nervous  elements,  which  normally  does  not  correspond  to  this  age. 

Case  4. — J.  Died  very  suddenly  of  peritonitis,  at  34  years  of  age.  This  case 
shows  a  far-reaching  accord  with  the  first  case.  Irregular  arrangement  of  the 
fat  in  isolated  little  heaps  over  the  entire  cell,  or  string-like  arrangement  along 
the  border  of  the  ganglion  cell.  In  most  glia  nuclei  are  found  only  a  few  fatty 
granules.  The  fatty  granules  of  the  glia  satellite  cells  are  often  so  dispersed 
over  the  cell  that  the  fatty  granules  of  the  ganglion  cell  itself  cannot  be  differ- 
entiated. Here  and  there  one  meets  with  individual  glia  cells  richly  endowed 
with  fatty  granules.    In  the  vessels  the  fatty  degeneration  is  not  so  marked. 

From  the  study  of  our  cases  we  conclude  that  in  dementia  praecox 
a  profound  degree  of  fatty  degeneration  in  all  cells  of  the  cerebral 
cortex  is  found.  In  the  ganglion  cells  the  augmentation  is  often  as 
rich  as  in  senile  dementia.  Nevertheless  it  is  indisputable  that  in 
most  preparations  much  less  fat  is  found  than  in  senile  dementia. 
It  probably  results  therefrom  that  the  fat  is  not  found  lying  together 
in  such  thick  clots  as  in  senile  dementia.  And  in  general  in  the  Nissl 
preparation  they  appear  far  paler  and  less  yellowish  than  in  the 
others.  The  profoundly  fatty  degenerated  ganglion  cells  in  demen- 
tia praecox  exhibit  a  honeycomb  structure,  and  the  comb  walls  which 
enclose  the  structure  slightly  stained  yet  still  recognizable  through 
the  powerful  refraction  of  the  light  are  much  thicker  than  in  senile 
dementia,  where  they  are  formed  only  of  rows  of  fine  granules,  and 
finally  may  wholly  vanish.     Also  in  fibrillar  pictures  which  have 
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been  stained  by  the  Cajal  or  Bielschowsky  method  we  see  relations 
different  from  senile  dementia.  We  were  not  able  to  represent  in 
such  cells  any  finding  or  any  deviations  whatever  of  the  fibrils,  as  is 
so  easily  done  in  senile  dementia.  But  we  notice  the  absence  of 
fibrillar  alterations,  either  because  they  really  are  not  present,  or 
because  on  account  of  the  imperfection  of  the  method  they  cannot 
be  represented. 

As  a  characteristic  of  all  these  cases  must  be  noted  that  in  all 
the  cells  of  the  cerebral  cortex  the  lipoid  materials  were  considerably 
augmented.  The  increase  affected  the  entire  cerebral  cortex,  but 
appeared  most  distinct  in  the  second  and  third  layers.  Particularly 
striking  pictures  are  obtained  from  the  third  stratum  of  the  frontal 
lobe,  where  are  found  many  ganglion  cells  whose  entire  cellular  body 
is  filled  with  lipoid  substance.  A  frequent  occurrence  was  the 
lipoid  pigment  continued  on  into  the  axis  cylinder  prolongation  at 
its  point  of  origin  to  the  point  of  meduUation.  Such  considerably 
extensive  pictures  of  a  similar  sort  can  elsewhere  be  obtained  only 
in  senile  dementia.  With  comparative  preparations  which  were 
fixed  with  alcohol  and  stained  with  basic  aniline,  it  is  shown  that 
all  these  cells  present  an  advanced  stage  of  sclerotic  alterations,  so 
that  here  also  the  fatty  degeneration  was  connected  with  the  sclerosis, 
as  very  frequently  happens  in  chronic  morbid  conditions.  In  these 
preparations  it  is  shown  that  the  prolongations  of  the  cells  are  stained 
remarkably  far,  often  narrowed,  often  serpentine  (especially  in 
dendrites),  the  cellular  body  somewhat  shriveled,  the  exterior  forms 
remarkably  angular.  The  nucleus  is  stained  dark,  often  drawn  out 
to  an  extraordinary  length,  often  triangular  or  pyramid- formed, 
fitted  to  the  shriveled  cellular  body.  Often,  too,  in  the  exterior 
pyramid  strata  may  be  noticed  a  certain  arrangement  of  the  cortical 
elements  in  that  the  cells  exhibit  their  apical  dendrites  not  vertical 
to  the  superior  surface,  but  placed  in  various  directions,  and  are 
advanced  noticeably  far  out  of  the  cells.  Not  always  did  the  ac- 
cumulation of  the  fatty  materials  in  the  ganglion  cells  correspond  to 
the  accumulations  in  the  glia.  Sometimes  they  were  found  in 
regions  in  which  the  cells  were  profoundly  fatty  with  only  regres- 
sive alterations  of  the  glia  nuclei  without  lipoid  granules.  In  other 
places,  however,  the  glia  showed  rich  fatty  pigmentation  and  the 
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same  condition  shows  itself  also  in  the  cells  of  the  vascular  wall. 
In  the  inferior  strata  where  fewer  acutely  altered  ganglion  cells  were 
found,  more  lipoid  materials  could,  for  the  most  part,  be  deter- 
mined in  the  glia  cells.  Also  the  toluidin  blue  preparation  showed 
that  the  glia  nuclei  in  the  second  and  third  cortical  strata  could  be 
recognized  as  affected  by  very  considerable  retrogressive  alterations. 
They  were  in  part  extraordinarily  pycnotic.  Now  and  then  such 
nuclei  were  found  in  the  middle  of  a  sclerotic  ganglion  cell.  The 
glia  cells  of  the  superficial  layer  showed  mostly  a  considerable  fatty 
deposit,  and  in  vessels  of  the  inferior  strata  was  found  a  large  quan- 
tity of  fat. 

From  this  investigation  there  can  indeed  be  no  doubt  that  in  cases 
of  dementia  praecox  a  considerable  degenerative  alteration  in  the 
cerebral  cortex  occurs,  which  alterations  appear  with  special  distinct- 
ness in  the  second  and  third  cortical  strata,  and  which  lead  to  an 
extensive  fatty  pigmented  sclerosis  of  the  cortical  elements.  It  can 
indeed  be  asserted  that  in  many  cases  the  greater  part  of  the  second 
and  third  strata  is  in  such  a  condition  that  no  further  functioning 
can  be  expected.  We  have  not  been  able  to  institute  thorough  exam- 
inations of  the  entire  cerebral  cortex,  but  the  preparations  from 
our  cases  give  us  the  impression  that  the  alteration  in  the  frontal  lobe 
is  essentially  more  far-reaching  than  in  the  central  convolutions. 
In  this  respect  it  is  to  be  mentioned  that  in  Case  i,  where  the  gan- 
glion cells  in  the  frontal  lobes  were  greatly  loaded  with  fat,  almost 
no  accumulation  of  fatty  pigment  was  found  in  the  ganglion  cells 
of  the  second  and  third  strata  of  the  central  lobe.  Also  very  little 
fat  is  found  in  the  glia  in  either  the  superficial  or  deeper  strata.  The 
Betz  cells  are  irregularly  altered.  In  many  cells  there  is  shown  a 
considerable  accumulation  of  the  fatty  pigment  which  is  not  par- 
ticularly distinguished  from  the  normal  condition,  but  in  other  cells 
the  pigment  is  deposited  around  the  nucleus.  This  irregular  dis- 
tribution of  the  fatty  pigmented  degeneration  of  the  cortical  ele- 
ments of  the  cerebral  cortex  in  dementia  praecox  possibly  differen- 
tiates this  process  from  senile  dementia,  since  in  the  latter  the  whole 
cerebral  cortex  is  affected  equally. 
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Other  Psychoses. 

In  a  case  of  so  called  "anxiety  psychosis/*  a  disease  of  the  climac- 
teric period  leading  quickly  to  death,  no  pronounced  increase  of  the 
lipoid  pigment  was  exhibited,  only  it  was  striking  that  the  fatty 
granules  were  deposited  in  the  ganglion  cells  not  in  a  collected 
accumulation,  but  distributed  over  the  entire  cellular  body. 

Very  remarkable  and  unusual  was  the  appearance  of  lipoid  ma- 
terial in  the  nerve  cells  in  a  case  of  central  neuritis,  a  peculiar  ter- 
minal disease  which  was  first  described  by  Adolf  Meyer^  and  later 
by  others.^     We  will  summarize  the  case  briefly. 

The  symptoms  of  central  neuritis  gradually  developed  upon  an  apparent 
depressed  phase  of  manic  depressive  insanity.  They  were  general  physical 
weakness,  diarrhea,  inclination  to  fall  on  the  floor,  later  involuntary  twitchings 
of  all  muscles  of  the  extremities,  followed  by  atrophy,  stiffness  in  muscles,  and 
pain  upon  movement  The  peculiar  confusion  delirium  occurred  in  connection 
with  the  twitchings  and  became  even  more  profound  with  the  progress  of  the 
other  symptoms;  later,  unable  to  speak  or  to  swallow,  with  profound  halluci- 
nations of  a  terrible  or  fearful  type,  and  occupation  delirium.  Autopsy  was 
made  three  hours  after  death  and  showed  nothing  specific  macroscopically.  In 
the  cerebral  cortex  of  the  central  lobe  one  sees  at  once  the  peculiar  alterations 
of  the  Betz  ganglion  cells,  the  so  called  "  axonal  reaction  "  of  Nissl,  and  first 
described  by  Adolf  Meyer  as  characteristic  of  this  disease.  These  alterations  are 
accompanied  by  a  pronounced  degeneration  of  the  white  substance,  as  is  illus- 
trated by  the  Marchi  stain. 

On  viewing  the  preparations  with  low  magnifying  power  we  are 
at  once  struck  by  the  immense  accumulation  of  lipoid  materials  in 
the  cerefbral  cortex.  Especially  the  exterior  and  the  interior  strata 
of  the  large  pyramid  cells  are  presented  in  many  sections  as  a  red 
stripe.  In  other  sections  the  fatty  degeneration  seemed  to  be 
not  entirely  of  so  high  a  degree.  When  we  examine  the  individual 
elements  it  is  shown  for  the  most  part  that  the  whole  basic  part  of 
the  ganglion  cells  even  up  to  the  processes  is  filled  full  with  fatty 
granules,  which  appear,  however,  in  many  cases  as  no  longer  sharply 
isolated,  but  seem  clustered  together.  The  nucleus  is  then  fre- 
quently displaced  toward  the  apical  process,  and  frequently  one 

*  Meyer,  A.,  On  Parenchymatous  Systemic  Degeneration  Mainly  in  the  Central 
Nervous  System,  Brain,  1901,  xxiv,  47. 

«  Cotton,  H.  A.,  and  Southard,  E.  E.,  A  Case  of  Central  Neuritis  with  Autopsy, 
Am.  Jour.  Insan.,  1909,  Ixv,  633. 
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notices  that  on  the  border  of  the  cell  body  large  fatty  spheres  seem  to 
project.  It  is  not  possible  to  determine  here  with  certainty,  how- 
ever, whether  we  are  confronted  with  an  extrusion  of  the  lipoid  ma- 
terials out  of  the  ganglion  cells,  or  whether  these  fatty  globules  be- 
long to  the  satellite  cells  of  the  ganglion  cells.  In  individual  cells  it 
is  even  possible  definitely  to  assert  that  these  large  fatty  globules, 
which  in  part  reach  to  the  compass  of  small  glia  grains,  are  encamped 
on  glia  nuclei.  In  isolated  cases  similar  large  fatty  globules  are 
found  also  in  glia  cells  which  are  not  satellite  cells. 

In  the  Betz  pyramids  we  see  no  such  masses  of  fatty  deposits,  but 
on  the  other  hand  we  receive  the  impression  that  in  their  exterior 
part  they  contain  many  fine  fatty  granules  which  like  a  cloak  veU 
over  the  fat- free  interior  of  the  cellular  body  (Fig.  6). 

In  the  Nissl  picture  these  Betz  pyramids  show  changes  which  re- 
mind us  of  that  cellular  alteration  which  is  observed  in  a  transverse 
section  of  the  peripheral  nerves,  in  their  ganglion  cells  (axonal  reac- 
tion). 

The  nucleus  has  been  shoved  out  to  the  border  of  the  ganglion 
cells,  and  the  Nissl  bodies  have  undergone  a  dissolution.  Where  the 
ganglion  cells  are  undergoing  so  advanced  a  stage  of  the  disintegra- 
tion progress  we  find  also  rich  masses  of  fatty  globules  in  the  ad- 
ventitial cells  of  the  vessels.  Besides  this  particular  alteration  of 
the  Betz  pyramid  cells  the  small  cells  are  pronouncedly  fatty,  but  the 
type  of  fatty  degeneration  diflFers  materially  from  the  process  de- 
scribed in  dementia  praecox.  This  mixed  character  of  the  fatty  pig- 
ment of  central  neuritis  is  shown  for  comparison  with  dementia 
praecox  (Fig.  6). 

A  case  of  circulatory  psychosis,^  or,  as  termed  by  the  author,  car- 
diogenetic  psychosis,*^  was  also  thoroughly  studied,  and  because  it 
presented  certain  pathological  features  we  report  it  here. 

The  patient  was  a  negro  woman,  aged  55  years,  who  showed  no  symptoms 
until  8  days  before  admission  to  the  State  Hospital  at  Trenton.  The  psychosis 
was  characterized  by  profound  depression,  motor  restiessness,  and  extreme  ap- 
prehensiveness,  especially  at  night;  marked  variability  of  moods  was  present; 

*  Jakob,  A.,  Zur  Symptomatologie,  Pathogenese  und  pathologischen  Anatomic 
der  "  Kreislauf spsychosen,"  Jour.  f.  Psychol,  u.  Neurol,  1909^  xiv,  209. 

5  Cotton,  H.  A.,  and  Hammond,  F.  S.,  Cardio-Genetic  Psychoses,  Report  of  a 
Case  with  Autopsy,  Am.  Jour.  Insan.,  191 1,  Ixvii,  467. 
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and  frequently  she  was  profoundly  delirious,  and  at  times  seemed  in  a  condition 
of  hypomania.  She  died  three  months  after  admission,  the  cause  of  death  being 
myocardial  degeneration  and  edema  of  the  lungs,  and  subacute  adherent  peri- 
carditis. Autopsy  three  hours  after  death  showed  no  macroscopic  alteration  of 
the  brain. 

In  a  general  review  it  is  at  first  to  be  determined  that  no  focal  or  macro- 
scopic organic  disorders  were  present,  and  no  inflammatory  processes  in  the 
cerebral  cortex.  Only  the  nervous  elements  were  attacked  by  the  process, — ^the 
large  elements  of  the  inferior  cerebral  cortex,  especially  the  Betz  pyramids,  and 
the  small  and  medium  cells.  The  most  important  alterations  are  in  the  Betz 
cells,  and  the  type  of  the  axonal  reaction,  as  has  already  been  described  in  the 
above  case  of  central  neuritis. 

The  findings  here  accord  completely  with  the  above  cases.  An 
extraordinary  deposit  of  fat  was  found  in  the  cerebral  cortex,  in 
conditions  which  suggest  central  neuritis.  Only  in  this  case  the 
phenomena  were  not  so  prominent,  the  individual  fatty  granules  had 
not  coalesced  into  great  masses,  but  the  fatty  granules  had  remained 
isolated  as  we  have  observed  in  senile  dementia  and  the  usual  forms 
of  fatty  degeneration. 

Senile  Dementia, 

We  have  examined  eleven  cases  of  this  psychosis.  The  lipoid 
materials  are  multiplied  in  most  of  the  cells  where  normally  they 
lie  in  the  ganglion  cells.  We  see,  however,  in  very  many  cells  the 
fatty  materials  finally  filling  out  the  whole  cell  body.  It  is  fre- 
quently noticed  thereby  that  the  cells  are  widened  out  by  reason  of 
the  fatty  deposit  at  the  base,  and  that  the  cell  nucleus  is  displaced 
toward  the  apical  process.  Also  occasionally  fat  is  seen  in  the  cel- 
lular prolongations,  and  not  very  seldom  the  axis  cylinder  prolonga- 
tions are  indicated  through  a  series  of  fatty  granules.  The  fatty 
granules,  even  in  senile  dementia,  are  comparatively  large;  the  en- 
tire cell  body  may  have  been  filled  full  of  fatty  granules  and  the 
prolongations  become  invisible.  In  the  Nissl  preparation  the  spin- 
dles and  Nissl  bodies  are  lacking  in  the  region  of  the  fatty  granules ; 
on  the  other  hand  one  often  sees  in  their  arrangement  dark  granules 
forming  meshes  between  which  the  fatty  granules  are  deposited. 

The  fibril  picture  at  the  point  of  the  fatty  degeneration  of  the 
ganglion  cells  is  altered  in  a  wholly  characteristic  manner.  One  may 
see  that  at  the  place  of  the  fatty  degeneration  the  fibrils  are  lacking; 
the  fibrils  do  not  run  their  otherwise  customary  course,  but  they  lie 
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much  rather  at  the  place  of  the  fatty  degeneration  and  run  their 
course  in  the  border  much  thicker  than  usual  or  normal.  We  see 
single  fibrils  enter  in  the  fatty  locality  and  there  pass  over  into 
meshwork.  This  meshwork  may  indeed  not  answer  to  a  meshwork 
of  fibrils,  but  a  scaffolding  of  a  web-like  ground  substance  in  whose 
meshes  the  lipoid  materials  are  deposited.  The  fatty  degeneration 
seems  to  affect  in  like  manner  all  ganglion  cells  of  all  strata  of  the 
cerebral  cortex.  Particularly  in  many  small  cells  one  can  recognize 
only  the  ganglion  cellular  body  and  the  surrounding  fatty  granules. 
In  many  senile  cortices  there  is  found  no  ganglion  cell  which  does 
not  contain  a  large  amount  of  fatty  granules.  The  glia  cells  show 
in  like  manner  a  rich  accumulation  of  fatty  granules.  A  peculiarly 
rich  fatty  accumulation  is  found  in  many  glia  satellite  cells.  The 
fatty  granules  here  often  lie  so  close  and  massive  on  the.  ganglion 
cells  that  it  is  difficult  even  to  separate  them  from  the  fatty  granules 
of  the  ganglion  cell. 

Frequently  those  belonging  to  the  glia  cell  are  larger  than  those 
belonging  to  the  ganglion  cell,  and  thus  the  differentiation  is  facili- 
tated. Often  we  find  that  the  fatty  granules  belonging  to  the  glia 
nucleus  are  situated  somewhat  on  the  side  of  the  nucleus;  so  that  oc- 
casionally also  we  meet  with  fatty  granules  which  apparently  seem 
to  be  lying  free.  On  closer  study  of  the  section  it  becomes  probable 
that  also  these  little  heaps  belong  to  the  glia  nuclei  (Fig.  5). 

In  senile  dementia  we  seldom  find  glia  cells  without  fatty  deposit; 
both  the  large  light  staining  cells  and  the  small  dark  cells  contain 
fatty  granules.  In  the  former  the  fat  often  stretches  far  away  in  a 
long  tail  of  granules,  or  lies  arranged  in  various  gradations ;  though 
mostly  so  that  the  nucleus  itself  for  the  most  part  lies  free.  In  the 
small  dark  nuclei  we  find  often  only  single  fatty  granules.  Usu- 
ally the  glia  cells  which  lie  in  the  neighborhood  of  the  vessels  are  par- 
ticularly rich  in  fat.  In  the  vessels  themselves  there  is  found  an  ex- 
traordinarily large  amount  of  fatty  granules.  They  lie  in  large 
part  in  the  adventitial  cells ;  also  in  single  intimal  cells  the  whole  cell 
is  filled  with  fatty  granules.  In  the  adventitial  space  are  found 
fatty  granules  which  do  not  lie  in  the  cellular  body. 
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Progressive  Paralysis, 

Also  in  paralysis  there  is  found  a  large  amount  of  fat  in  the  cere- 
bral cortex,  yet  not  so  much  as  in  senile  dementia.  Here  and 
there  we  find  cells  in  which  the  fat  fills  up  the  entire  cell  as  in  senile 
dementia.  In  general,  however,  a  diflFerent  arrangement  is  to  be 
seen.  The  fatty  granules  seem  to  be  much  more  strewn  over  the 
entire  cell,  while  at  no  point  do  we  reach  such  dense  accumulations 
as  are  the  rule  in  senile  dementia  (Fig.  i  a). 

We  have  not  seen  fat  in  the  prolongations  of  the  cell,  especially 
in  the  axis  cylinder  prolongations.  Also  a  complete  degeneration  of 
the  entire  cell,  as  is  frequent  with  senile  dementia,  seldom  occurs. 
In  our  cases  we  have  to  deal  with  instances  of  paralysis  predom- 
inantly running  their  course  rapidly  yet  not  wholly  demented. 

Also  in  glia  cells  fat  is  frequently  found,  but  not  in  such  an  ar- 
rangement as  is  the  rule  in  senile  dementia.  Occasional  "  Stab- 
chen ''  cells  contain  fat  in  the  polar  prolongations.  In  many  cases 
the  blood  vessels  contain  large  accumulations  of  fat,  especially  in  the 
adventitial  cells. 

E^lepsy, 

We  have  examined  nineteen  cases,  among  which  were  found  vari- 
ous types  of  degeneration.  We  owe  a  part  of  our  examined  material 
to  the  Institution  for  Epileptics  at  Stettin,  Wiirtemberg.  For  the 
most  part  the  patients  were  epileptics  in  youth,  and  died  at  an  early 
age.  For  the  examination  cases  were  selected  in  which  no  micro- 
scopic disease  foci  were  found.  Our  material  also  included  cases 
of  status  epilepticus  from  the  Psychiatric  Clinic  at  Munich. 

Special  interest  is  due  to  Case  P.,  sixteen  years  old,  who  died  in 
status  epilepticus  after  he  had  suflFered  in  earliest  youth  from  teething 
convulsions.  On  the  day  before  his  death  he  had  his  first  attack  of 
status  epilepticus,  but  previously  had  shown  no  epileptic  symp- 
toms. In  the  majority  of  the  ganglion  cells  there  is  found  a  large 
quantity  of  fat  in  large  grains  which  mostly  lie  in  small  groups  at 
various  points  of  the  ganglion  cells.  In  general  the  large  cells  are 
considerably  more  fatty  than  the  small  ones. 

The  glia  cells  of  the  first  cortical  stratum  are  richly  endowed  with 
fat.     In  the  rest  of  the  cortex  the  fat  in  the  glia  cells  is  very  sparse. 
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Mostly  one  sees  only  single  grains,  especially  in  the  satellite  cellular 
body,  while,  on  the  other  hand,  the  glia  nuclei  in  the  marrow  con- 
tain a  rich  amount  of  fat.  We  see  single  cells  which  are  surrounded 
with  a  large  number  of  fine  fatty  granules.  Here  and  there  are 
found  single  adventitial  cells  surrounded  with  fat ;  most  of  the  ves- 
sels exhibit  less  fatty  deposit.  In  the  lymph  spaces  of  the  large 
vessels  of  the  marrow  are  found  cells  richly  endowed  with  fat,  but 
specifically  fatty  granular  cells  are  not  to  be  seen.  Very  rich  is  the 
fatty  content  of  a  second  case  of  epilepsy  which  died  in  status  epilep- 
ticus.  We  find  here  in  all  ganglion  cells  fatty  granules  remarkable 
by  reason  of  their  exceptional  size.  As  a  rule  they  lie  singly,  but 
dispersed  over  the  entire  cell,  even  far  up  to  the  polar  prolongations. 
This  was  not  observed  in  the  other  case. 

In  place  of  the  small  granules  one  sees  small  and  large  accumula- 
tions of  fat,  until  a  greater  part  of  the  cell  is  apparently  filled  with 
granules.  The  profound  fatty  degeneration  of  the  ganglion  cells 
corresponds  also  to  considerable  fatty  deposit  in  the  glia  cells.  A 
peculiarly  beautiful  appearance  is  made  by  the  glia  cells  of  the  super- 
ficial layer  which  shows  prolongations  filled  with  very  numerous 
fatty  granules,  stretching  out  from  the  cellular  body  in  various  direc- 
tions. The  abundance  of  glia  cells  in  the  first  cortical  stratum  is 
noteworthy. 

In  the  ganglion  cells  of  the  deeper  layers  and  also  in  the  glia  cells 
we  find  fatty  granules  for  the  most  part  lying  isolated.  Their  rela- 
tion to  the  glia  nucleus  corresponds  to  the  shriveled  protoplasmic 
body.  Very  numerous  are  the  fatty  granules  in  the  glia  cells  of  the 
white  substance  where  they  often  form  rather  coarse  little  heaps 
around  the  nucleus  or  are  arranged  in  the  form  of  a  comet's  tail 
springing  away  only  in  one  direction.  Finally  the  fatty  content  of 
the  vessels  is  extraordinarily  rich.  All  vessels  are  extremely  prom- 
inent by  reason  of  the  large  number  of  fatty  granules  deposited  in 
them.  Individual  vessels  are  imbedded  in  the  fatty  granules.  The 
l3rmph  sheaths  contain  numerous  cells  with  fine  grains  of  deposited 
fat  and  also  the  adventitial  as  well  as  the  intima  cells  seem  to  be 
completely  filled  with  fat. 

The  fatty  degeneration  in  the  case  of  another  young  epileptic  who 
presented  an  advanced  grade  of  epileptic  dementia  and  who  died  in 
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status  epilepticus,  while  not  in  every  way  similar,  is  of  a  somewhat 
similar  character.  In  individual  ganglion  cells  the  fatty  degenera- 
tion reached  a  very  high  degree.  Here  too  the  fatty  granules  reach 
out  far  in  all  dendrites.  There  were  found  cells  in  which  the  den- 
drites seemed  distended  far  from  the  nucleus  through  the  deposit  of 
fatty  granules.  Also  here  again  our  attention  is  struck  by  numerous 
cells  in  the  first  cortical  stratum  which  send  out  dendrites  in  all  di- 
rections richly  endowed  with  fatty  granules. 

The  glia  cells  of  the  whole  cortex  likewise  show  prolongations  for 
some  distance  from  the  cell  and  filled  with  fatty  granules.  It  often 
proved  to  be  very  difficult  to  diflFerentiate  the  fatty  granules  belong- 
ing to  the  ganglion  cells  from  those  belonging  to  the  glia  cells.  The 
glia  cells  of  the  white  substance  exhibit  the  same  conditions  as 
those  in  the  preceding  case.  The  vessels  in  general  contain  but 
little  fat. 

In  still  another  case,  an  epileptic  who  died  when  eight  years  old  of 
status  epilepticus,  the  fatty  deposits  were  of  a  peculiar  nature.  The 
ganglion  cells  here,  through  their  form  and  the  dark,  often  triangular 
nucleus,  produce  the  impression  of  far  advanced  sclerosis.  Many 
show  very  rich  deposits  stained  red  which,  however,  for  the  most 
part  have  not  assumed  the  form  of  round  granules.  In  general  they 
are  irregular,  sometimes  handle-formed,  and  often  one  end  lies  in 
the  cell  while  the  other  projects  out  of  it.  In  individual  cells  there 
occur  also  peculiar  sausage-shaped  formations.  In  many  cases  these 
reached  a  considerable  length;  they  lie  usually  at  the  base  of  the  cell 
and  at  the  side  of  the  nucleus.  In  between  the  usual  fatty  granules 
are  often  found.  In  general  the  fatty  degeneration  reaches  a  very 
advanced  degree.  Here  again  we  see  in  many  cells  single  fatty  gran- 
ules in  the  polar  prolongations  far  from  the  cell  nucleus. 

In  the  glia  cells  of  the  deeper  layers  of  the  cortex  are  found  very 
often  fine  fatty  granules.  Also  in  the  glia  cells  of  the  white  sub- 
stance the  fatty  granules  show  an  arrangement  similar  to  that  in  the 
cases  of  epilepsy  already  described. 

In  the  adventitial  cells  of  the  cortex  and  the  marrow  there  are  for 
the  most  part  extremely  coarse  fatty  granules  in  the  vessels.  In  the 
adventitial  lymph  sheaths  of  the  vessels  there  are  rich  and  numerous 
granular  cells. 
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Cerebral  Syphilis. 

In  the  two  cases  of  cerebral  syphilis  that  we  have  studied,  one  was 
a  case  of  meningitis  with  peculiar  participation  of  the  spinal  cord  and 
the  base,  while  over  the  hemispheres  was  to  be  demonstrated  only  a 
high  grade  thickening  of  the  pia,  with  but  very  few  infiltration  cells. 
We  were  able  to  demonstrate  also  in  the  adventitial  sheaths  of  the 
vessels  of  the  superficial  cortical  stratum  sparse  lymphocytes  lying 
wholly  isolated.  Before  his  death  the  patient  presented  the  picture 
of  a  profound  dementia.  In  almost  all  ganglion  cells  of  the  cere- 
bral cortex  there  is  a  rich  amount  of  fat.  In  most  of  the  cells  it  lies 
at  the  base,  so  that  the  nucleus  appears  somewhat  displaced  upward, 
frequently  mounts  upward  by  the  side  of  the  nucleus,  and  still  fur- 
ther occupies  the  region  above  the  nucleus.  The  arrangement  is 
very  similar  to  that  found  in  senile  dementia.  The  fatty  granules 
are  large  and  give  one  the  impression  that  the  fatty  accumulation 
pervades  the  protoplasm  of  the  cell  in  its  total  depth.  Aroimd  the 
glia  nuclei  lies  abundant  fat  in  very  irregular  form,  and  then  again 
it  is  found  deposited  in  single  tails.  Also  in  the  glia  of  the  white 
substance  fat  is  found  in  like  manner.  The  vessels  are  in  part  with- 
out fatty  deposit.  In  other  vessels  fat  is  found  in  the  adventitial 
cells,  though  not  in  excessive  quantity. 

The  second  case  of  cerebral  syphilis  is  that  of  a  woman  in  whom 
in  the  basal  ganglia  small  and  large  focal  softenings  are  found.  In 
the  hemispheres  are  shown  no  infiltration  whatever  and  no  alterations 
of  the  vessels.  A  long  time  before  her  death  the  patient  presented 
the  picture  of  profound  dementia.  The  cortex  here  is  shown  to  be 
extraordinarily  rich  in  fat.  The  ganglion  cells  are  for  the  most  part 
full  of  coarse  fatty  granules,  so  that  only  a  little  of  the  remaining 
cellular  body  is  to  be  seen. 

The  fatty  granules  appear  to  penetrate  the  entire  cell  and  the 
whole  cellular  body.  The  large  and  small  ganglion  cells  show  the 
same  degree  of  fatty  degeneration.  The  picture  of  the  glia  is  here 
peculiar.  Around  the  small  dark  glia  nuclei  lie  frequently  little 
heaps  of  coarse  fatty  granules  equally  distributed  in  all  directions. 
As  a  rule,  elsewhere  one  does  not  see  such  an  arrangement  of  the  fat, 
since  the  fatty  granules  are  mostly  situated  at  the  side  of  the  nucleus, 
or  lie  arranged  in  some  prolongations.     In  contrast  with  the  extra- 
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ordinarily  rich  fatty  deposits  in  the  nerve  and  glia  cells  there  is 
found  but  little  fat  in  the  vessels. 

Alcoholism  and  Alcoholic  Psychoses. 

In  M.,  a  case  of  chronic  alcoholism,  the  fatty  degeneration  of  the 
ganglion  cells  is  rather  irregular.  We  find  in  all  regions  cells  which 
contain  but  very  little  fat,  and  the  small  ganglion  cells  contain  quite 
a  large  amount.  In  the  large  pyramids  the  fat  lies  at  the  base  or 
at  the  side  of  the  nucleus.  Now  and  then  we  meet  with  a  cell  which 
contains  a  great  quantity  of  fat.  On  the  other  hand,  there  is  found 
an  exceptionally  high  grade  of  fatty  deposit  in  the  glia.  In  all 
strata  of  the  cerebral  cortex  are  seen  glia  cells  which  are  surrounded 
by  coarse  fatty  granules.  Sometimes  the  fat  lies  round  about  the 
nucleus;  then  again  it  is  arranged  in  grape-cluster  form  at  one  side 
of  the  nucleus;  and  again  it  lies  together  in  one  or  several  tails 
running  far  on. 

Not  in  frequently,  in^  several  of  them  these  fat-besieged  cells  lie 
side  by  side,  so  that^arge  clusters  of  fatty  granules  lie  together. 
Through  the  extraordinary  accumulation  of  fat  in  the  glia  of  the 
cerebral  cortex  the  picture  receives  a  wholly  peculiar  imprint.  In 
the  vessels  there  is  quite  a  large  amount  of  fat  in  the  adventitial 
cells.     "  Kornchen"  cells  are  nowhere  to  be  seen. 

In  G.  G.,  a  case  of  alcoholic  hallucinosis,  aged  35  years,  who  died 
of  dysentery,  no  fat  was  found  in  the  ganglion  cells  of  the  frontal 
lobe  or  in  the  glia.  In  the  temporal  lobes,  however,  a  moderate 
amoimt  of  fat  was  found  in  the  ganglion  cells,  but  none  in  the 
glia  or  adventitial  cells  of  the  blood  vessels.  It  is  important  to 
note  that  no  fat  was  found  in  the  glia  of  the  superficial  layers  of 
the  cortex  in  any  region. 

In  the  other  cases  of  chronic  alcoholism  and  alcoholic  dementia, 
varying  in  age  from  forty-eight  to  sixty-seven  years,  usually  there 
was  found  a  considerable  amount  of  fatty  pigment  in  ganglion 
cells,  glia,  and  blood  vessels,  also  in  the  superficial  glia  which  re- 
sembled the  fatty  degeneration  found  in  senile  dementia,  except 
that  it  was  not  of  such  a  high  grade.  In  no  case  was  the  peculiar 
fatty  degeneration  of  the  axis  cylinders  of  the  ganglion  cell  which 
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we  have  described  in  dementia  praecox  to  be  found.  In  the  cases 
below  sixty  years  of  age  the  fatty  deposits  were  greater  than  those 
found  in  normal  brains  of  that  age.  So  we  must  conclude  that 
alcohol  has  a  marked  influence  in  the  amount  of  fatty  deposits  in 
the  cortex,  when  its  use  extends  over  a  long  period  in  the  individ- 
ual's life. 

The  Occurrence  of  the  Lipoid  Substance  in  the  Cerebral  Cortex 

of  Animals, 

We  have  had  the  opportunity  to  examine  many  examples  of  the 
cerebral  cortex  of  various  animals.  In  rabbits  fat  was  not  present 
in  the  cerebral  cortex  in  any  noteworthy  amount.  Just  as  little 
was  to  be  found  in  an  ape,  although  it  had  died  of  a  general  anemia 
on  account  of  long  confinement.  On  the  other  hand,  a  slight 
amount  was  found  in  the  ganglion  cells  and  the  glia  of  a  calf.  A 
somewhat  greater  amount  was  found  in  the  ganglion  cells  and  in 
the  glia  of  a  full  grown  cow.  But  fat  was  found  in  the  cerebral 
cortex  of  a  deer  which  we  had  used  for  purposes  of  comparison  in 
order  to  examine  both  domestic  animals  and  those  living  in  the 
open.     The  age  of  the  deer  could  not  be  determined. 

It  is  very  unusual  to  find  a  large  amount  of  fat  in  the  ganglion 
cells  and  in  the  glia  cells,  and  even  when  small  amounts  are  found 
in  ganglion  cells  and  glia  no  fat  is  found  in  the  adventitial  cells. 
The  results  with  a  swine  and  a  sheep  were  similar  to  those  with 
the  brain  of  the  calf.  In  both  of  these  cases  the  animals  were 
young.  In  all  these  animals  the  deposit  of  fatty  granules  was  col- 
lected at  the  base  of  the  cells  and  was  of  small  extent.  When  the 
fatty  granules  lay  in  the  glia,  as  a  rule  only  one  or  two  were  found 
in  the  cells.  It  could  not  be  determined  which  cortical  layers  were 
rich  or  poor  in  fat.  A  much  greater  amount  of  fat  was  found  in 
the  brain  of  a  horse  which  had  reached  the  age  of  twenty-six  years. 
Especially  in  the  vessels  there  was  a  large  amount  of  fatty  pigment; 
it  lay  in  the  adventitial  cells,  and  around  the  vessels  were  many 
glia  cells  containing  a  large  amount  of  fat. 
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DISCUSSION. 

The  most  important  results  of  this  study  seem  to  be  the  demon- 
stration of  definite  changes  in  the  cortex  in  dementia  praecox,  which 
have  hitherto  escaped  notice  and  have  not  been  previously  described. 

Kraepelin®  gives  a  reproduction  of  nerve  cells  from  dementia 
praecox,  with  a  high  grade  of  fatty  degeneration,  but  does  not  give 
credit  to  anyone  in  particular  for  these  findings,  although  he  evi- 
dently considers  them  of  importance.  The  sclerotic  changes  in  the 
nerve  cells,  as  seen  by  the  Nissl  method,  are  also  evidence  of  a  pro- 
found pathologic  change  which  cannot  be  ascribed  to  the  age  of  the 
patient,  for  these  cases  are  all  from  the  early  years,  the  third  to  the 
fourth  decade. 

We  have  been  able  to  demonstrate  these  cell  changes  in  practically 
all  cases  of  dementia  praecox,  especially  in  those  dying  of  an  inter- 
current disease;  notably,  tuberculosis.  But  in  the  case  of  patients 
affected  with  other  psychoses,  dying  of  tuberculosis,  notably  gen- 
eral paralysis,  these  changes  are  not  to  be  found.  It  would  there- 
fore seem  that  tuberculosis  alone  could  not  account  for  these 
changes.  What  then  is  the  significance  of  these  changes?  And 
the  answer  to  that  question  cannot,  as  yet,  be  fully  determined, 
although  many  interesting  hypotheses  could  be  discussed. 

We  cannot  assume  that  the  fatty  degeneration  or  fatty  deposits 
in  the  nerve  cells,  glia,  and  blood  vessels  are  pathognomonic  for 
dementia  praecox,  as  we  find  similar  changes  in  other  psychoses, 
such  as  alcoholic  insanity  and  senile  dementia.  But  in  no  other 
psychosis  do  we  find  these  changes  at  such  an  early  age  in  the  patient 
and  never  so  pronounced.  The  type  shown  (Figs,  i  and  2)  with 
the  axis  cylinder  at  its  point  of  origin  filled  with  fat  appears  to  be 
found  more  commonly  in  dementia  praecox.  Occasionally  one  finds 
an  indication  of  such  a  change  in  senile  dementia  (Fig.  8),  but  it 
is  not  so  pronounced.  Whole  cells  completely  degenerated  are 
found  in  both  conditions.  The  fatty  deposits  in  the  superficial 
glia  are  about  the  same  in  both  conditions,  and  are  also  found  in 
alcoholic  cases  in  advanced  years  of  life.     But  the  degeneration  of 

•Kraepelin,  E.,  Psychiatric.  Ein  Lehrbuch  fur  Studierende  und  Arzte,  8th 
edition,  Leipzig,  1913,  iii,  pt.  2,  903,  figure  191. 
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the  axis  cylinder  and  the  fatty  deposits  in  the  superficial  glia  have 
not  been  observed  in  normal  brains  up  to  the  sixth  decade  of  life. 

It  is  fair  then  to  assume  that  these  changes  while  not  pathogno- 
monic of  dementia  praecox  are  at  least  characteristic  changes  for 
that  disease.  The  next  question  that  arises  is  naturally :  What  is  the 
cause  of  this  fatty  deposit  in  the  cortex  ?  And  here  the  biochemical 
metabolism  seems  to  play  a  very  important  part.  With  a  better 
understanding  of  the  function  of  the  neuroglia  and  its  relation  to 
the  nerve  cells,  this  question  does  not  seem  so  difficult.  The  clas- 
sical work  of  Alzheimer  upon  the  function  of  the  glia  gives  us  a 
better  idea  of  just  how  the  glia  is  concerned  in  the  nourishment  of 
the  nerve  cells,  as  well  as  its  function  in  the  removal  of  the  products 
of  metabolism  in  nervous  tissue.  It  is  fair  to  assume  that  the  fatty 
deposits  occur  as  a  product  of  faulty  metabolism,  and  also  that  it 
may  be  the  end  product  of  the  activity  of  the  cell,  which  under 
normal  conditions  is  removed  or  neutralized  by  certain  biochemical 
agents. 

When  this  mechanism  is  at  fault  these  end  products  are  not  dis- 
posed of,  and  hence  accumulate  in  the  cell  bodies,  glia,  or  walls  of 
the  blood  vessels.  The  fact  that  the  glia  cells  forming  the  super- 
ficial layer  are  loaded  with  fatty  deposits  would  seem  to  substanti- 
ate this  view.  For  the  glia  here  usually  show  a  marked  reaction 
to  any  changes  in  the  cortex,  and  it  is  possible  to  suppose  that  in 
the  attempt  to  dispose  of  this  product  of  metabolism  they  become 
the  bearers  of  the  fat,  carrying  it  to  the  surface  where  an  outlet  can 
be  obtained. 

Without  more  experimental  data  one  cannot  hazard  an  opinion  as 
to  the  nature  and  source  of  this  product. 

The  findings  of  these  changes,  especially  in  dementia  praecox,  it 
is  to  be  hoped  will  at  least  furnish  the  basis  for  further  work  in 
the  field  of  metabolism,  particularly  that  concerned  with  the  glands 
of  internal  secretion. 

In  establishing  these  histopathological  changes  in  dementia  prae- 
cox, we  believe  that  a  foundation  has  been  laid  for  considering 
dementia  praecox  an  organic  brain  disease,  and  it  is  to  be  hoped  that 
this  work  will  stimulate  investigation  into  the  origin  and  nature  of 
the  lipoid  pigment  found  in  the  cortex  in  this  disease.     The  rela- 
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tion  of  the  glands  of  internal  secretion  to  the  pathological  process 
of  dementia  praecox  offers  the  most  fruitful  field  for  investigation 
at  the  present  time. 

In  conclusion  I  wish  to  express  my  sincere  thanks  and  deep  appre- 
ciation to  Professor  Alois  Alzheimer  for  his  valuable  assistance  to 
me  in  the  laboratory  of  the  Psychiatric  Clinic  in  Munich.  It  was  at 
his  suggestion  that  this  work  was  undertaken,  and  the  greater  part 
of  it  was  done  under  his  helpful  direction.  Without  his  cooperation 
and  assistance  this  paper  would  not  have  been  completed.  I  am  also 
indebted  to  Dr.  F.  G.  Scammell,  County  Physician  at  Trenton,  for 
furnishing  me  with  a  greater  part  of  the  normal  material,  through 
accident  and  criminal  cases  coming  under  his  jurisdiction;  and  to  Dr. 
F.  S.  Hammond,  Pathologist  of  the  New  Jersey  State  Hospital  at 
Trenton,  for  his  valuable  assistance  in  the  preparation  of  material, 
and  in  preparing  the  colored  lumiere  plates  from  which  the  illustra- 
tions are  made.  The  drawings  were  made  by  Dr.  Peter  F.  Mallon 
from  the  colored  photomicrograph. 

CONCLUSIONS. 

From  the  data  provided  by  our  investigations  we  may  conclude 
that  in  all  pathologic  processes  of  the  cortex  which  end  in  dementia 
and  death,  the  fatty  degeneration  of  the  elements  of  the  cortex  plays 
a  not  unimportant  part.  The  characteristic  change  for  most  of  the 
psychoses  is  found  in  a  great  increase  in  amount  of  fatty  deposits 
when  compared  to  normal  individuals  of  the  same  age.  In  some 
processes  such  as  senile  dementia  and  dementia  praecox  the  fatty 
substance  appears  to  fill  completely  the  cell  body,  and  these  cells 
have  apparently  lost  all  their  functioning  power.  It  is  not  com- 
mon to  find  the  fatty  deposits  in  the  processes  of  the  ganglion  cells 
except  in  dementia  praecox,  and  to  a  limited  extent  in  senile  dementia. 

In  other  cases  the  pathological  variety  of  the  fatty  deposits  in  the 
ganglion  cells  is  seen  to  be  diffused  over  the  whole  ganglion  cell. 
We  were  able  especially  to  observe  this  in  infectious  psychoses,  in 
general  paralysis,  and  in  epilepsy.  The  so  called  central  neuritis 
assumes  a  peculiar  attitude  in  that  it  plainly  leads  swiftly  to  an 
acute  fatty  degeneration  of  the  ganglion  cells,  in  which  there  exists 
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an  inclination  of  the  fatty  granules  to  flow  together  into  large 
masses.  Frequently  the  fatty  degeneration  of  the  ganglion  cells  ap- 
pears to  be  connected  with  the  sclerosis  of  the  cells,  especially  when  it 
is  a  matter  of  slowly  progressing  alterations  of  degeneration.  The 
behavior  of  the  glia  is  not  wholly  uniform  in  the  various  disease 
processes.  In  chronic  disease  processes  we  often  find  that  the  extent 
of  the  fatty  accumulations  in  the  ganglion  cells  does  not  correspond 
to  an  equal  increase  in  the  glia  cells,  while  the  otherwise  acutely 
degenerative  alteration  in  the  nuclei  of  the  glia  is  noticeable.  In 
acute  processes  we  see  regularly  an  equal  accumulation  of  the  fat  in 
both  species  of  cell.  The  conditions  of  the  cells  in  the  vascular  wall 
are  wholly  similar  to  those  of  the  glia  cells.  We  must  therefore 
assume  that  in  chronic  diseases  the  fatty  su'bstance  has  been  carried 
out  of  the  glia  and  the  vascular  walls  while  it  has  been  retained 
longer  in  the  ganglion  cells.  Among  all  the  disease  processes  amau- 
rotic idiocy  assumes  a  peculiar  position.  We  have  observed  that 
in  addition  to  the  fatty  materials  of  the  scarlet  fat  stain,  still  other 
fatty  materials,  lipoid  in  character,  have  made  their  appearance. 
While  the  study  of  the  fatty  deposit  in  the  cerebral  cortex  offers 
some  points  for  a  differential  diagnosis,  yet  it  is  not  adopted  in  all 
cases,  since  the  distinction  in  individual  disease  processes  is  not 
always  characteristic.  From  the  preceding  examination,  however, 
in  many  cases  there  result  important  findings  which  briefly  we  sum- 
marize as  follows : 

1.  In  all  degenerative  alterations  in  the  cerebral  cortex  the  mass 
of  the  lipoid  materials  in  the  ganglion  cells  in  comparison  with  that 
in  healthy  individuals  of  equal  age  is  found  to  be  considerably  aug- 
mented. In  the  alteration  of  the  lipoid  materials  in  the  ganglion 
cells  two  types  in  general  may  be  distinguished:  (a)  An  augmenta- 
tion of  the  lipoid  materials  in  the  ganglion  cells,  in  places  where 
normally  a  small  amount  of  fat  is  found,  (b)  An  augmentation 
of  the  lipoid  materials  over  the  entire  cell. 

2.  The  first  type  we  find  also  characteristic  in  senile  dementia- 
The  second  type  occurs  in  acute  infectious  psychoses,  general  paral- 
ysis, and  well  advanced  epilepsy. 

3.  While  the  advanced  lipoid  degeneration  of  the  ganglion  cells 
in  senile  dementia  has  already  been  described  in  many  ways,  it  has 
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appeared  from  our  investigations  that  also  in  the  young  chronic 
cases  of  dementia  praecox  far-reaching  fatty  degeneration  of  the 
ganglion  cells,  especially  in  the  second  and  third  cortical  strata,  like- 
wise occurs.  These  findings  should  constitute  an  ianportant  con- 
tribution to  the  pathological  anatomy  of  dementia  praecox. 

4.  The  so  called  central  neuritis  represents  a  peculiar  disease  proc- 
ess according  to  the  appearance  of  the  fatty  degeneration,  since  this 
fatty  degeneration  reaches  a  very  advanced  degree,  and  also  in  so 
far  as  it  deviates  from  other  disease  processes  in  that  here  there 
comes  out  very  distinctly  in  the  picture  an  inclination  of  the  fatty 
granules  to  flow  together. 

5.  Amaurotic  idiocy  also  represents  a  particular  disease  process  in 
respect  to  the  lipoid  degeneration,  since  here  in  addition  to  otherwise 
distributed  scarlet  stain  lipoid  materials,  still  other  specific  lipoid 
materials  make  their  appearance. 


EXPLANATION  OF  PLATES. 

The  drawings  were  made  with  an  Eddinger  drawing  apparatus  from  colored 
photomicrographs  of  the  original  sections.  The  fatty  material  is  stained  red  by 
Scharlach  R  and  Ehrlich's  hematoxylin  is  used  as  a  counterstain  for  the  cell  body 
and  nucleus. 

ax.  axis  cylinder  of  cell, 
nl.  nucleolus, 
gl.  neuroglia, 
g.  ganglion  cell, 
adv.  adventitial  cells. 

Plate  55. 

Fig.  I.  Three  ganglion  cells  from  the  3d  layer  of  the  cerebral  cortex  of  the 
frontal  lobe,  from  a  case  of  dementia  praecox  27  years  of  age(  all  three  of  these 
cells  were  found  in  one  fluid  ^2  oil  immersion),  a.  Entire  cell  body  filled  with 
fat,  only  nucleus  and  nucleolus  free.  b.  and  c.  Characteristic  fatty  deposit  in 
base  of  cell  and  in  axis  cylinder  which  is  much  swollen  and  affected  to  the  point 
of  myelinization. 

Fig.  2.  A  medium  sized  ganglion  cell  from  third  layer  of  cortex  in  another 
case  of  dementia  praecox,  30  years  of  age,  with  fatty  axis  cylinder  and  base  of 
cell  filled  with  fat.  In  normal  brains  of  this  age  practically  no  fat  is  found  in 
cells  of  this  type,  shown  in  Figs,  i  and  2. 

Fig.  3.  Giant  Betz  cell  from  the  motor  cortex  in  the  case  of  senile  dementia, 
aged  69.  A  considerable  amount  of  fat  in  the  base  of  the  cell.  In  normal  brains 
these  large  motor  cells  contain  some  fat,  but  never  as  much  as  shown  in  this  cell. 
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Fig.  4.  Section  from  the  superficial  layer  of  the  cortex,  showing  neuroglia 
cells  filled  with  fat,  from  a  case  of  dementia  prsecox,  aged  30.  Normal  brains 
at  this  age  show  absolutely  no  fat  in  the  superficial  neuroglia.  The  amount  of 
fat  is  only  found  in  senile  dementia. 

Plate  56. 

Fig.  5.  A  group  of  ganglion  (g.)  and  neuroglia  (gl.)  cells  from  a  case  0! 
senile  dementia,  showing  the  usual  form  of  fatty  degeneration  in  this  disease. 
The  cell  body  of  the  ganglion  cell  is  filled  with  fat  which  surrounds  the  nucleus, 
but  the  axis  cylinder  is  rarely  affected.  The  glia  cells  contain  more  fat  than  is 
the  case  in  dementia  praecox  (found  in  one  field  ^  oil  immersion).  The  free 
fat  outside  of  the  cell  probably  belongs  to  the  neuroglia  cells. 

Fig.  6.  Giant  Betz  cells  from  motor  cortex  from  central  neuritis.  The  nu- 
cleolus is  eccentric  and  stains  heavily;  the  center  of  the  cell  has  lost  its  staining 
properties,  surrounded  by  fatty  material.    Typical  **  axonal  reaction." 

Fig.  7.  Blood  vessel  from  the  white  substance  of  the  brain  from  a  case  of 
dementia  praecox,  with  considerable  amount  of  fat  in  adventitial  (adv.)  cells. 
The  glia  cells  lie  close  to  the  wall  of  the  capillary  and  are  filled  with  fat  These 
are  not  "  Kornchen "  cells,  but  ordinary  glia  cells,  apparently  transferring  the 
fat  to  the  blood  vessels.  This  is  a  common  finding  in  dementia  praecox  and  is 
found  only  to  great  extent  in  senile  dementia. 

Fig.  8.  Section  of  cortex  from  case  of  senile  dementia,  showing  fatty  d^en- 
eration  of  ganglion  cells  and  glia.  In  one  ganglion  cell  the  axis  cylinder  (ax.) 
has  some  fat,  but  not  to  the  extent  as  seen  in  dementia  praecox.    (Compare  Fig.  i.) 
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CHEMOPATHOLOGICAL  STUDIES  WITH  COMPOUNDS 

OF  ARSENIC. 

I.  Types  of  the  Arsenic  Kidney. 

By  LOUISE  PEARCE,  M.D.,  and  WADE  H.  BROWN,  M.D. 
(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research.) 

Plates  57  to  60. 
(Received  for  publication,  May  15,  191 5.) 

During  the  past  year,  while  investigating  the  pathological  action 
of  a  large  number  of  organic  preparations  of  arsenic,^  it  was  noted 
that  the  gross  appearance  of  many  of  the  kidneys  resulting  from 
the  administration  of  these  compounds  did  not  conform  to  the  type 
usually  described  as  the  arsenic  kidney.  The  wide  variations  in  the 
type  of  kidney  observed,  and  at  the  same  time  the  constancy  of  the 
type  produced  by  a  given  compound  in  a  given  animal  species,  were 
so  marked  as  to  suggest  that  the  classical  picture  was  not  a  constant 
one  for  all  compounds  of  arsenic.  To  obtain  a  more  comprehensive 
idea  of  these  variations  and  some  conception  of  their  cause,  a  series 
of  experiments  was  carried  out  with  a  number  of  well  known 
arsenicals,  and  the  gross  pathological  results  obtained  serve  as  the 
basis  for  this  report.  The  microscopical  studies  are  reported  in  a 
separate  paper. 

EXPERIMENTAL. 

Dogs  were  used  for  these  experiments,  because  the  dog  kidney  is 
large  enough  to  show  the  gross  pathological  picture  quite  well. 
This  series  of  experiments  was  supplemented,  however,  by  similar 
experiments  carried  out  with  guinea  pigs,  intended  principally  as  a 

1  For  several  years,  The  Rockefeller  Institute  for  Medical  Research  has 
been  interested  in  the  chemotherapy  of  infections.  The  work  now  in  progress 
is  being  carried  out  jointly  by  a  chemical  division  and  a  biological  division.  The 
chemical  work  is  being  done  by  Dr.  W.  A.  Jacobs  and  Dr.  Michael  Heidelberger. 
The  series  of  studies  contemplated  under  the  title  "  Chemopathological  Studies 
with  Compounds  of  Arsenic  "  are  an  outgrowth  of  the  work  on  chemotherapy. 
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control  upon  the  histological  changes  produced,  since  the  dogs  ob- 
tainable for  this  work  so  frequently  showed  spontaneous  kidney 
lesions.2  It  may  be  stated  here  that  llie  gross  appearances  presented 
by  the  guinea  pig  kidneys  were  essentially  the  same  as  those  of  the 
dogs. 

TABLE  I. 


Drug. 


Arsenious 
acid 


B     Arsenious 

acid 
C~  Atoxyl 


D 
E~ 
F~ 


Arsacetin 


H 


Dose 

per 

kilo. 


w^. 


■£      c ' 

M     2       Route  of 

g  *o  ^  j   administra- 
w     "o  I         don. 
C/3       3>  I 


1 :  100  Subcuta- 


neous 


Remarks. 


I  day.       I  2  day*.    3  days.  4  days.  I  5  days.  1  6  dajrs. 


Dead 


5  :  1 :333  Intraperi-    ' 
' toneal      | 

4011:50    Subcutan-  I  Slightly     Well      Well    Weak  Better  Dead 

! I     ecus I       ill 

20  1 1:10    Subcutan-      Well 


eous 


40  mg.    Ill        Killed 


50;  1:50 


20    1:75 


Intraperi-    I  III;  killed 

toneal      ' 
Intraperi-        " 

toneal 


300 


400 


600 


400 


Arsenophe-     .  225 
nylglycine 


L     Arsenophe-     !  500 

nylglycine 
M    Arsenophe-     |  300 

nylglycine 
N    Arsenophe-     I  200 

nylglycine 

O     Arsenophe-        500 
nylglycine  I 

P     Salvarsan  100 


Q 
5" 

s~ 


1:10 


1:25 


1:10 


Intraperi- 
toneal 


111 


Better  Better  Well  t  Dead 

'  I  600 
'  mg.  I 


Intraven-       111;  killed; 
ous 


Intraven- 

[     ous 

1:40  j Intra ven- 

I     ous 


111 


Dead 


1:10    Intraperi- 
toneal 

Intraven- 
ous 


1:10 


1:20 


1:20 


Better 


3  davs.       19  days.       ao  dayi. 

Well         Well        W>11; 

225  mg.     250  rag.     killed. 


Dead 


Intraven- 
_  ous  

Intraven- 
ous 


Well; 
killed 


I  100 
Neosalvarsan  1 50 
Galyl 


1:15    Intraven-    |  Dead 

I  _ous 

1:400 1  Intraperi-      111 

1     toneal 
1:333!  Intraven-       Dead 
ous 


1:30    Intraven- 

i     ous 


100  i  i:ioo,Intraven- 

I  I     ous 


1 

• 

1     1 

1             ; 

111; 

killed 

j             i 

1 

1 

2  Dayton,  H.,  Jour,  Med.  Research,  1914,  xxxi,  177. 
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TABLE  II. 
Structural  Formula  of  Arsenicah. 


Arscnious  add 


OH 

I 

0=As— ONa 


OH 

I 
0=A8— ONa 


J 


A 


NHa 

Atoxyl 


As— 

I         I 
NH 


CHa 

I 
COONa 


-^As 

0 

NH 
I 
CHa 

I 
COONa 


NH.COCHi 


^As 


0     C] 

OH  OH 

Salvarsan  * 


Arsenophenylflydne 


H,N 


OH  OH 

Neosalvarsan 


NHCHaSOjNa 


OH 

I 

As 

II 
As 


OH 
I 

PO 

/\ 

/        \ 


OH 

HN,/\, 

I        I 

\/ 

I 

As 

II 

As 

I 
/\ 
I        I 

OH 


HN 


OH  \/ 

PO 

I 

OH 
Galyl 

♦  Preparation  No.  6o6  in  Ehrlich's  series  designated  as  salvarsan  is  the  dihy- 
drochloride  of  this  compound.  The  formula  here  given,  however,  is  that  most 
frequently  encountered  in  the  literature  and  is  the  substance  derived  from  the 
dihydrochloride  by  the  addition  of  alkali. 

Solutions  of  arsenious  acid,  atoxyl,  arsacetin,  arsenophenylgly- 
cine,  salvarsan,  neosalvarsan,  and  galyl  were  injected  without  an 
anesthetic  into  young  adult  dogs.  The  injections  were  made  in- 
travenously, intraperitoneally,  or  subcutaneously ;  no  difference  was 
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noted  in  the  results  obtained  by  using  these  different  routes.  Doses 
of  various  size  were  used,  as  shown  in  Tables  I  and  II,  but  in  the 
majority  of  instances  amounts  approximating  the  lethal  dose  were 
injected,  in  order  to  accentuate  the  lesion  produced  by  the  partic- 
ular compound.  In  a  few  instances  much  smaller  amounts  were 
used,  in  order  to  determine  the  point  of  greatest  susceptibility  and 
the  characteristics  of  the  essential  lesions.  The  animals  were  usu- 
ally killed  at  the  end  of  twenty-four  hours,  if  they  were  not  already 
dead,  so  that  we  might  obtain  lesions  comparable  in  time  (length 
of  survival)  as  well  as  dose.  In  each  instance  the  dog  was  lightly 
anesthetized  with  chloroform  and  bled  to  death  from  the  carotid 
artery. 

RESULTS. 

Arsenious  Acid, 

Injection  of  arsenious  acid  into  dogs  produces  a  imiformly  red 
kidney  (Fig.  i).  The  organ  is  enlarged,  is  purplish  red  in  color, 
and  on  section  drips  blood.  The  cut  surface  is  reddened  from  the 
outermost  edge  to  the  pelvis,  through  the  cortex,  boundary  zone,  and 
medulla.  All  the  zones  or  territories  of  the  kidney  are  practically 
uniformly  involved.  The  kidneys  of  dogs  that  survive  large 
doses  of  arsenious  acid  for  a  sufficient  length  of  time  show  opaque, 
yellowish  white  striations  in  the  inner  portion  of  the  cortex  result- 
ing from  tubular  necrosis  which,  however,  is  not  an  essential  fea- 
ture of  the  change.  The  outspoken  picture  is  that  of  a  diffusely 
reddened  kidney  indicative  of  uniform  vascular  injury  and  is  one 
of  the  two  principal  types  produced  by  arsenical  compounds. 

Salvarsan,  Neosalvarsan,  and  GalyL 

The  type  of  kidney  produced  by  injections  of  these  drugs  falls 
into  the  general  class  of  red  kidneys,  although  certain  differences 
relate  them  to  the  other  main  type,  the  pale  kidney.  These  differ- 
ences consist  in  a  relatively  greater  degree  of  tubular  necrosis  and 
in  the  character  of  the  vascular  injury.  This  group  of  kidne)rs,  as 
shown  by  the  salvarsan  and  neosalvarsan  kidneys  (Figs.  3  and  8, 
respectively),  shows  a  considerable  amount  of  necrosis  of  the  cortex 
which  is  most  conspicuous  in  the  inner  half.     On  the  other  hand, 


Digitized  by 


Google 


Louise  Pearce  and  Wade  H.  Brown.  621 

although  the  kidney  is  reddened  throughout,  the  congestion  and 
hemorrhage  are  most  prominent  in  the  outer  half  of  the  cortex  and 
the  inner  portion  of  the  boundary  zone. 

Arsacetin. 

Injection  of  arsacetin  into  dogs  produces  an  exceedingly  pale  kid- 
ney (Fig.  2),  that  differs  strikingly  from  the  red  type  just  described. 
The  organ  is  enlarged,  soft,  and  very  friable.  It  is  grayish  or  yel- 
low in  color ;  in  some  instances  it  may  be  pink,  with  slight  congestion 
of  the  surface  vessels.  It  cuts  very  easily  and  on  section  the  cut 
edge  is  everted.  The  cortex  bulges,  is  widened,  and  the  striations 
are  yellowish,  opaque,  and  raised  as  a  result  of  wide-spread  tubular 
necrosis ;  the  glomeruli  may  or  may  not  be  prominent.  The  boim- 
dary  zone  practically  always  shows  some  congestion  and  the  same 
may  be  said  of  the  medulla,  but  to  a  much  less  degree.  The  domi- 
nant feature  of  this  type  of  kidney,  therefore,  is  its  paleness  due  to 
tubular  necrosis,  as  contrasted  with  the  redness  of  the  kidney  of 
arsenious  acid  resulting  from  vascular  injury.  Kidneys  of  dogs 
that  survive  large  doses  of  arsacetin  for  a  sufficient  length  of  time 
show  a  greater  degree  of  congestion  or  even  some  hemorrhage  in 
the  boundary  zone.  The  hemorrhage  may  extend  somewhat  into 
the  medulla  and  to  a  lesser  degree  into  the  cortex. 

Arsenophenylglycine  and  AtoxyL 

Both  of  these  drugs  produce  pale  types  of  kidneys,  but  the 
amount  and  extent  of  vascular  injury  are  somewhat  greater  than  in 
the  arsacetin  kidney.  The  cortical  necrosis  of  the  arsenophenyl- 
glycine kidney  (Fig.  4)  is  extreme  and  is  quite  comparable  to  that 
produced  by  arsacetin.  On  the  other  hand,  the  congestion  and 
hemorrhage  of  the  medulla  are  relatively  prominent  and  especially 
so  in  the  inner  portion  of  the  boundary  zone.  We  may,  therefore, 
consider  the  kidneys  produced  by  these  drugs  as  related  to  both 
the  pale  and  the  red  types  of  kidneys. 

DISCUSSION. 

In  studying  the  action  of  this  group  of  arsenicals  upon  the  kidney, 
the  object  in  view  has  necessitated  the  subordination  of  detail  to  the 
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broader  conception  of  types  of  renal  injury.  Further,  we  can  not 
now  attempt  a  complete  description  and  grouping  of  all  the  types 
of  arsenic  kidneys  which  we  have  observed.  Our  object,  at  present, 
is  to  lay  emphasis  upon  the  difference  in  the  character  of  the  renal 
injury  produced  by  different  compounds  of  arsenic  as  expressed  in 
the  gross  appearance  of  the  organ.  For  this  purpose  we  have 
chosen  two  extreme  types. 

The  classical  red  kidney  resulting  from  injections  of  arsenious 
acid  into  dogs  contrasts  sharply  with  the  pale  kidney  produced  by 
arsacetin.  The  red  kidney  is  one  in  which  uniform  vascular  injury- 
predominates ;  alfzones  of  the  kidney  seem  to  be  affected  equally, 
cortex  as  well  as  medulla.  The  pale  kidney,  on  the  other  hand, 
presents  striking  evidence  of  the  dominance  of  tubular  necrosis,  and 
the  reddening  of  the  boundary  zone  is  a  relatively  inconspicuous 
feature.  With  the  other  arsenicals  this  difference  in  the  gross  ap- 
pearance of  the  kidneys  is  not  so  marked,  and  we  may  perhaps  look 
upon  the  kidneys  produced  by  salvarsan,  neosalvarsan,  and  galyl,  on 
the  one  hand,  and  by  atoxyl  and  arsenophenylglycine  on  the  other, 
as  constituting  transitions  or  subgroups  between  the  two  principal 
types.  The  salvarsan  group  of  kidneys  is  preeminently  red,  but 
there  is  also  a  relatively  great  degree  of  tubular  necrosis;  the  ar- 
senophenylglycine group  of  kidneys  is  pale,  yet  it  shows  relatively 
marked  vascular  injury,  especially  in  the  boundary  zone  and  con- 
tiguous territory. 

The  type  of  kidney  produced  by  a  given  compoimd  can  not  be  re- 
garded as  fixed  in  all  its  details,  but  the  size  of  the  dose  and  the 
rate  of  action  as  measured  by  the  length  of  survival  of  the  animal 
are  factors  that  exercise  a  distinct  influence  upon  the  final  result, 
as  may  be  illustrated  by  atoxyl.  The  lethal  effects  of  atoxyl  are 
developed  slowly  in  the  dog  and  it  would  probably  require  many 
times  the  minimal  lethal  dose  to  kill  within  twenty- four  hours.  The 
tolerable  dose  of  this  drug  for  dogs  as  given  by  Mesnil  and  Bri- 
mont^  is  lo  mg.  per  kilo  of  body  weight.  Dog  F,  given  double  this 
dose  (20  mg.  per  kilo),  showed  slight  symptoms  of  intoxication  at 
the  end  of  twenty- four  hours  and  when  killed  the  kidneys  were  quite 
pale  and  slightly  enlarged.     The  cortex  showed  opaque  striations, 

«  Mesnil,  R,  and  Brimont,  E.,  Ann,  de  VInst  Pasteur,  1908,  xxii,  856. 
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but  the  striking  feature  was  a  pencil  line  of  hemorrhage  in  the 
inner  boundary  zone  (Fig.  6).  This  animal  illustrates  well  the 
character  and  location  of  the  essential  changes  produced  by  atoxyl. 
Dog  E,  given  50  mg.  of  atoxyl  per  kilo,  was  more  toxic  at  the  end 
of  twenty- four  hours  and  was  killed.  The  kidneys  (Fig.  7)  were 
markedly  enlarged  and  the  opaque  yellow  gray  surface  was  thickly 
stippled  with  red.  On  section  the  cortex  showed  alternate  striations 
of  red  and  opaque  yellowish  gray;  the  glomeruli  were  prominent. 
The  line  of  red  in  the  medulla  of  Dog  F  had  given  place  to  an 
intense  reddening  of  the  entire  medulla,  which  was  practically  a 
mass  of  clotted  blood.  The  massive  dose  of  atoxyl  used  in  this 
dog  exaggerates  the  effects  produced  in  Dog  F  and  at  the  same 
time  serves  to  indicate  the  character  of  changes  referable  to  dosage. 
Dog  C  received  40  mg.  of  atoxyl  per  kilo  and  although  this  animal 
passed  large  amounts  of  blood  in  the  urine,  other  evidence  of  in- 
toxication was  relatively  slight.  It  finally  died  on  the  sixth  day. 
The  kidneys  of  this  dog  were  practically  identical  with  those  of 
Dog  D  (Fig.  5)  which  received  a  dose  of  20  mg.  per  kilo,  three 
days  later  a  second  dose  of  40  mg.  per  kilo,  and  was  then  killed  after 
two  days.  With  these  two  dogs  the  influence  of  time  as  well  as 
dose  is  introduced.  This  group  of  atoxyl  kidneys  illustrates  well 
the  elasticity  of  a  type  but  at  the  same  time  emphasizes  the  sharp 
differentiation  of  even  a  transitional  group  from  the  classical  ar- 
senious  acid  kidney. 

As  regards  the  factors  that  endow  compounds  of  arsenic  with 
the  power  of  producing  constant  and  characteristic  types  of  renal 
injury,  one  can  hardly  escape  the  conclusion  that  such  activities 
are  intimately  related  to  the  chemical  constitution  of  the  compounds. 
However,  both  organic  and  inorganic  compounds  of  arsenic  in  which 
the  arsenic  is  trivalent  or  pentavalent  are  known  to  produce  red 
kidneys  of  the  arsenious  acid  type.  On  the  other  hand,  while  both 
trivalent  and  pentavalent  compounds  of  arsenic  produce  pale  kid- 
neys, we  know  of  no  inorganic  arsenical  that  acts  in  this  way.  Fur- 
ther, substances  as  closely  related  as  atoxyl  and  arsacetin,  or  as  sal- 
varsan  and  arsenophenylglycine,  may  act  quite  differently.  Again, 
compounds  as  different  as  arsenious  acid  and  salvarsan,  or  as  arsace- 
tin and  arsenophenylglycine,  may  simulate  each  other  quite  closely 
in  their  effects. 
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For  the  present,  therefore,  we  can  go  no  further  than  the  con- 
clusion that  the  character  of  the  renal  injury  produced  by  com- 
pounds of  arsenic  is  determined  either  directly  or  indirectly  by  the 
chemical  constitution  of  the  compound. 

CONCLUSIONS. 

1.  All  arsenical  compounds  do  not  produce  the  same  type  of 
renal  injury. 

2.  In  general,  there  are  two  broad  groups  of  kidneys  produced, 
the  red  and  the  pale,  with  a  variety  of  subdivisions  of  each  group 
depending  upon  modifications  in  the  chemical  constitution  of  the 
compound,  dosage,  and  length  of  survival  of  the  animal. 

EXPLANATION  OF  PLATES. 
Plate  57. 

Fig.  I.  Kidney  of  arsenious  acid  (natural  size).  Dog  A.  Red  type  of  kid- 
ney. Uniform  congestion  and  hemorrhage  throughout  cortex  and  medulla. 
Tubular  necrosis  in  inner  half  of  cortex. 

Fig.  2.  Kidney  of  arsacetin  (natural  size).  Dog  I.  Pale  type  of  kidney. 
Necrosis  of  cortex.    Congestion  of  boundary  zone. 

Plate  58. 

Fig.  3.  Kidney  of  salvarsan  (natural  size).  Dog  Q.  Reddening  of  kidney 
throughout,  especially  of  outer  cortex  and  inner  portion  of  boundary  zone. 
Tubular  necrosis  of  inner  half  of  cortex. 

Fig.  4.  Kidney  of  arsenophenylglycine  (natural  size).  Dog  L.  Tubular 
necrosis  of  entire  cortex.  Diffuse  congestion  of  medulla  with  a  band  of 
hemorrhage. 

Plate  59. 

Fig.  5.  Kidney  of  atoxyl  (natural  size).  Dog  D.  Necrosis  of  cortex.  Dif- 
fuse congestion  of  medulla  with  hemorrhage  of  boundary  zone  and  inner  half 
of  cortex. 

Plate  60. 

Fig.  6.  Kidney  of  atoxyl  (reduced).  Dog  F.  Pencil  line  of  congestion  and 
hemorrhage  along  inner  boundary  zone. 

Fig.  7.  Kidney  of  atoxyl  (reduced).  Dog  E.  Necrosis  of  cortex.  Hemor- 
rhage of  medulla. 

Fig.  8.  Kidney  of  neosalvarsan  (reduced).  Dog  R.  Necrosis  of  cortex. 
Congestion  and  hemorrhage  of  boundary  zone. 
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PLATE  60. 


Fig.  6. 


Fig.  7. 


Fig.  8. 


(Pcarce  and  Brown:  Types  of  Arsenic  Kidney.) 
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CHEMOPATHOLOGICAL  STUDIES  WITH  COMPOUNDS 

OF  ARSENIC. 

11.     Histological  Changes  in  Arsenic  Kidneys. 

By  LOUISE  PEARCE,  M.D,  and  WADE  H.  BROWN,  M.D. 

(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research.) 

Plates  6i  to  67. 
(Received  for  publication,  June  24,  IQIS-) 

The  idea  that  arsenicals  as  a  class  produce  a  vascular  type  of 
injury  in  the  kidney  has  gained  general  acceptance,  and  workers  in 
experimental  nephritis  have  substantiated  this  idea  for  such  com- 
pounds as  have  been  employed  to  produce  so  called  arsenical  neph- 
ritis. However,  as  we  have  shown  in  the  preceding  paper,^  all 
compounds  of  arsenic  do  not  produce  the  same  type  of  injury,  and 
from  the  gross  appearance  of  the  kidneys  of  dogs  poisoned  with 
various  well  known  arsenicals,  we  are  able  to  recognize  two  widely 
separated  types  of  kidney,  the  red  and  the  pale,  with  many  transi- 
tional varieties  or  subgroups,  each  being  more  or  less  characteristic 
for  a  given  compound.  In  like  manner,  we  have  found  that  the  his- 
tological changes  in  these  given  types  are  equally  different  and  char- 
acteristic. 

experimental. 

Tissues  from  the  kidneys  described  and  illustrated  in  the  pre- 
ceding paper^  were  fixed  in  Zenker's  fluid,  sectioned  in  paraffin,  and 
stained  with  hematoxylin  and  eosin.  The  histological  changes, 
therefore,  may  be  related  directly  to  the  descriptions  and  illustra- 
tions in  this  paper. 

Red  Kidneys, 

Arsenious  Acid, — The  most  characteristic  acute  lesions  produced 
by  arsenious  acid  consist  in  a  uniform  dilatation  and  congestion  of 

•     1  Pearce,  L.,  and  Brown,  W.  H.,  Jour.  Exper.  Med.,  1915,  xxii,  517. 
2  Pearce  and  Brown,  loc.  cit. 
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the  blood  vessels  of  the  kidney  with  an  escape  of  blood  into  the 
interstitial  tissues  throughout  the  cortex  and  medulla  (Fig.  i). 
The  glomeruli  are  swollen,  and  the  tuft  completely  fills  the  capsular 
space.  Occasionally  there  is  desquamation  of  swollen,  disintegrating 
cells  of  the  capsular  epithelium  and  a  slight  albuminous  precipitate  in 
the  capsular  space.  The  tuft  vessels  are  widely  dilated  and  filled 
with  blood ;  some  contain  hyaline  plugs.  The  changes  in  the  tubular 
epithelium  are  less  marked,  the  cells  are  greatly  swollen  and  vacuo- 
lated, often  occluding  the  lumen  of  the  tubule  and  are  frequently 
stripped  up  from  the  basement  membrane.  Parenchymatous  and 
fatty  degeneration  are  marked,  but  necrosis  of  tubular  epithelium  is 
relatively  slight.  Some  of  the  tubules  contain  an  albuminous  precip- 
itate ;  others,  especially  in  the  boundary  zone,  contain  blood. 

Salvarsan, — While  vascular  injuries  dominate  the  histological 
changes  produced  by  poisoning  with  salvarsan,  the  lesions  diflFer  in 
essential  respects  from  those  produced  by  arsenious  acid.  Through- 
out the  cortex  and  medulla  the  vessels  are  dilated  and  congested,  but 
patches  of  hemorrhage  are  more  numerous  in  the  outer  cortex  and 
are  especially  prominent  in  the  boundary  zone.  The  glomeruli  are 
all  large,  with  the  tuft  practically  filling  the  capsular  space;  the 
tuft  capillaries  are  widely  dilated  and  filled  with  blood ;  and  there  is 
a  slight  accumulation  of  polymorphonuclear  leucoc)rtes  in  the  cap- 
illaries. The  cells  of  the  outer  portion  of  many  of  the  tufts  are 
markedly  swollen,  granular,  and  pale-staining,  and  many  of  these 
swollen  cells  appear  to  be  desquamating  into  the  capsular  space 
(Fig.  4).  Hyaline  thrombi  are  numerous  (Fig.  3).  Occasionally 
there  is  a  slight  amount  of  albuminous  precipitate  in  the  capsular 
space.  The  changes  in  the  tubules  are  relatively  more  pronounced 
than  with  arsenious  acid.  The  epithelium  of  the  tubules  shows  an 
extreme  degree  of  parenchymatous  and  fatty  degeneration  with 
definite  necrosis.  The  cells  are  very  granular  and  ragged  with 
frayed  edges,  and  many  are  actually  disintegrating  (Figs.  3  and  4). 
In  many  areas  there  is  a  protrusion  of  swollen  tubular  epithelium 
into  the  glomerular  space.  Practically  all  the  tubules  contain  albu- 
minous precipitate  and  some  of  the  cortical  and  many  of  the  medul- 
lary tubules  contain  blood  (Fig.  3).  Of  especial  interest  is  a  fairly 
extensive  and  regular  edema  of  the  labyrinth,  particularly  of  the 
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lower  two-thirds  of  the  cortex  extending  but  little  into  the  medulla 

(Fig.  4). 

Neosalvarsan, — The  histological  changes  produced  in  the  kidney 
by  neosalvarsan  are  still  further  removed  from  those  produced  by 
arsenious  acid,  both  in  type  and  degree,  although  they  conform  in 
general  to  the  changes  observed  in  other  red  kidneys.  Here  again 
vascular  dilatation  and  congestion  are  present,  and  hemorrhage,  as 
with  salvarsan,  is  most  marked  in  the  outer  cortex  and  boundary  zone. 

The  glomeruli  are  large,  but  the  tuft  itself  is  small  and  com- 
pressed, occupying  approximately  only  one-third  to  one-half  of  the 
capsular  space.  The  remaining  space  is  filled  with  an  extensive 
albuminous  precipitate  (Fig.  5).  The  tuft  vessels  are  irregular, 
many  being  enormously  dilated  and  filled  with  blood  and  numerous 
hyaline  plugs ;  in  consequence,  other  vessels  are  completely  collapsed. 
There  is  an  increase  in  the  number  of  polymorphonuclear  leucocytes 
in  the  capillaries  of  the  tuft.  The  injury  to  the  tubular  epithelium 
is  distinctly  more  prominent  than  with  either  arsenious  acid  or  sal- 
varsan. The  epithelium  of  the  convoluted  tubules,  particularly  of 
the  outer  half  of  the  cortex,  ie  almost  completely  necrotic,  the  epi- 
thelium of  many  of  the  tubules  being  converted  into  homogeneous, 
pink-staining  masses  (Fig.  5).  There  is  less  tubular  necrosis  in 
the  inner  cortex,  but  there  is  marked  parenchymatous  and  fatty  de- 
generation with  an  albuminous  precipitate  in  the  lumen  of  the  tubules. 
A  considerable  number  of  the  ascending  limbs  of  the  loops  of  Henle 
shows  an  extreme  degree  of  degeneration  occasionally  going  on  to 
necrosis.  Many  of  the  tubules  in  the  boundary  zone  and  medulla 
contain  blood.  In  the  lower  portion  of  the  cortex  and  in  the  boun- 
dary zone  there  are  a  few  irregular  patches  of  interstitial  edema. 

GalyL — In  general,  sections  from  kidneys  after  injection  of  galyl 
resemble  those  of  salvarsan  and  neosalvarsan,  but  there  are  certain 
relative  differences.  The  tuft  capillaries  are  uniformly  dilated  and 
contain  blood  and  irregularly  distributed  hyaline  thrombi.  There  is 
a  considerable  amount  of  swollen  cells  desquamated  from  the  cap- 
sule into  the  capsular  space  (Fig.  2).  The  epithelium  of  the  con- 
voluted tubules,  especially  in  the  outer  half  of  the  cortex,  shows 
disintegration,  desquamation,  and  necrosis,  but  there  is  very  little 
necrosis  en  masse.     The  epithelium  of  the  loops  of  Henle  shows  de- 
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generation,  although  comparatively  little  necrosis.  The  cortical 
tubules  contain  much  albuminous  precipitate,  and  the  majority  of 
the  tubules  of  the  medulla  contain  blood. 

Pale  Kidneys. 

Arsacetin, — In  the  group  of  pale  kidneys,  of  which  the  arsacetin 
kidney  is  taken  as  the  type,  the  relative  degree  of  vascular  and  tubu- 
lar injury  is  the  reverse  of  that  dbserved  in  the  red  kidney.  Fol- 
lowing the  injection  of  arsacetin,  the  vessels  and  capillaries  of  the 
kidney  are  not  usually  dilated  or  congested  except  to  a  slight  degree 
in  the  boundary  zone,  and  there  is  no  hemorrhage.  The  glomeruli 
are  practically  normal  in  appearance ;  the  tuft  fills  most  of  the  cap- 
sular space  but  is  not  swollen ;  the  capillaries  of  the  tuft  are  moder- 
ately dilated  and  contain  some  blood.  There  is  only  a  slight  amount 
of  albuminous  exudate.  On  the  other  hand,  practically  all  the 
epithelium  of  the  convoluted  tubules  is  necrotic,  the  tubules  appear- 
ing as  large,  swollen,  granular,  pink-staining  masses  (Fig.  6).  The 
cells  which  are  not  actually  necrotic  are  extremely  degenerated  with 
pyknotic  and  fragmenting  nuclei.  The  tubules  are  choked  with 
masses  of  disintegrating  cells  or  contain  an  albuminous  precipitate. 
The  epithelium  of  the  loops  of  Henle  is  markedly  degenerated,  the 
cells  are  swollen,  ragged,  and  vacuolated.  In  some  instances,  when 
a  very  large  dose  of  arsacetin  is  given  (Dog  I),'  the  wide-spread 
necrosis  of  tubular  epithelium  includes  that  of  the  ascending  limb  of 
the  loop  of  Henle.  The  collecting  tubules  show  a  moderate  amount 
of  parenchymatous  and  fatty  degeneration. 

Arsenophenylglycine, — The  injury  produced  in  the  kidney  by 
arsenophenylglycine  combines  both  vascular  and  tubular  changes. 
The  vessels  and  capillaries  throughout  the  kidney  are  moderately 
dilated  and  congested.  There  is  slight  escape  of  blood,  if  any,  from 
the  vessels  in  the  cortex,  but  in  the  boundary  zone  there  is  a  con- 
siderable amount  of  hemorrhage  which  extends  in  streaks  into  the 
medulla.  The  glomeruli  are  uniformly  large,  the  tuft  filling  ap- 
proximately one-third  to  one-half  the  capsular  space.  The  capil- 
laries of  the  tuft  are  irregular  in  appearance ;  some  are  moderately 

2  The  designations  of  the  dogs  correspond  to  those  given  in  the  precedingr 
paper  (Pearce  and  Brown,  he,  cit.). 
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dilated  and  filled  with  blood,  but  many  are  completely  collapsed. 
The  epithelium  of  the  capsule  and  of  the  adjoining  portion  of  the 
connecting  tubule  is  enormously  swollen,  homogeneous,  and  pale 
pink.  Many  cells  of  the  capsule  and  connecting  tubule  have  des- 
quamated into  the  capsular  space  (Fig.  7),  and  in  certain  instances 
the  mass  of  degenerated  and  disintegrating  cells  in  the  space  ap- 
parently comes  almost  entirely  from  the  tubule.  Practically  all  the 
convoluted  tubules  are  necrotic  and  appear  as  solid,  homogeneous, 
pink-staining  cylinders,  or  the  tubule  is  filled  with  disintegrating 
hydropic  cells.  The  epithelium  of  the  loops  of  Henle  in  the  outer 
cortex  is  similarly  necrotic  but  in  the  inner  portion  there  is  less 
actual  necrosis.  Here  the  cells  are  markedly  swollen  and  granular 
with  many  large  vacuoles  and  pyknotic  nuclei.  The  tubules  con- 
tain an  albuminous  precipitate.  The  epithelium  of  the  collecting 
tubules  is  also  .degenerated.  The  lumen  of  almost  all  the  tubules  is 
completely  occluded  by  necrotic  cell  masses  or  by  enormously  swollen, 
degenerated,  and  desquamated  cells.  In  the  medulla  hyaline  casts 
are  quite  abundant  and  many  tubules  contain  blood.  There  are  a 
few  irregular  patches  of  interstitial  edema  in  the  inner  cortex. 

AtoxyL — Following  a  small  dose  of  atoxyl  (Dog  F),  the  only 
distinctive  pathological  changes  consist  in  parenchymatous  and  fatty 
degeneration  of  tubular  epithelium  and  slight  congestion  and  hemor- 
rhage in  the  boundary  zone.  The  epithelium  of  the  convoluted 
tubules  stains  palely,  the  cells  are  ragged  and  granular  with  irregular 
vacuolization,  as  shown  in  Fig.  8.  There  is  some  fragmentation 
of  nuclei  and  many  tubules  contain  albuminous  precipitate.  With 
a  larger  dose  of  atoxyl,  however,  (Dog  E)  a  greater  variety  of 
changes  is  encountered.  The  vessels  throughout  are  dilated  and 
congested  and  there  is  some  escape  of  blood  into  the  interstitial  tissue 
and  tubules  of  the  cortex.  There  is  an  extensive  hemorrhage  into 
the  medulla,  obscuring  much  of  its  structure.  The  glomeruli  are 
swollen,  but  the  glomerular  tufts  are  irregular  in  size,  some  filling 
the  capsular  space  while  others  occupy  only  a  portion  of  it.  Most 
of  the  tuft  capillaries  are  dilated  and  filled  with  blood,  and  there 
is  an  albuminous  precipitate  in  the  capsular  spaces.  The  tubular 
epithelium  shows  a  peculiar  series  of  changes.  In  general,  it  stains 
poorly;  the  cells  of  the  convoluted  tubules  are  swollen,  granular. 
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ragged,  and  very  hydropic;  many  have  desquamated,  choking  the 
lumen  of  the  tubule  (Fig.  9).  There  is  great  irregularity  in  the 
preservation  of  the  nuclei ;  many  are  fragmented  or  pyknotic,  others 
are  entirely  gone.  An  occasional  mitotic  figure  is  seen.  Practically 
all  the  tubules  contain  albuminous  precipitate  and  there  are  a  few 
hyaline  casts.  In  the  inner  portion  of  the  cortex  there  is  an  ex- 
treme degree  of  irregularity  in  the  tubules,  so  that  it  is  difficult  to 
identify  with  certainty  the  various  types.  In  this  region  the  loops 
of  Henle  show  a  striking  change ;  they  are  markedly  enlarged,  the 
cells  are  widely  separated  from  one  another,  and  are  swollen  and 
hyaline  with  pyknotic  nuclei  as  shown  in  Fig.  9.  Some  of  these 
cells  are  necrotic  and  desquamated.  Another  prominent  feature  of 
the  atoxyl  kidney  is  a  profuse  exudation  of  pol)miorphonuclear 
leucocytes  which  is  most  marked  in  the  inner  half  of  the  cortex  and 
the  boundary  zone. 

An  increase  in  the  length  of  survival  of  the  animal  (Dogs  C  and 
D)  gives  an  opportunity  for  the  development  of  still  further  path- 
ological changes  in  the  kidney.  In  such  cases,  the  hemorrhage  in- 
vades the  inner  cortex  as  well  as  the  medulla  (Fig.  11).  The  tubu- 
lar epithelium  shows  more  marked  disintegration  of  cells,  many  of 
which  are  hyaline  while  others  are  hydropic  and  swollen.  There 
is  an  increase  in  the  exudate  in  the  tubules  which  consists  of  albu- 
minous precipitate,  colloid  droplets,  red  blood  cells,  leucocytes,  and 
casts,  causing,  in  many  instances,  a  marked  compression  of  the  tubu- 
lar epithelium  (Fig.  10).  The  number  of  casts  is  distinctly  greater 
in  these  dogs  of  longer  survival.  In  the  medulla  the  tubular  epithe- 
lium is  almost  completely  desquamated,  and  the  cells  are  intensely 
hyaline  with  pyknotic  nuclei.  There  is  a  marked  exudate  between 
the  tubules  consisting  of  serum,  fibrin,  red  blood  cells,  and  a  few 
leucocytes;  no  interstitial  structures  can  be  distinguished.  Nume- 
rous mitotic  figures  are  present  in  the  epithelium  of  both  cortex  and 
medulla.  Moreover,  there  is  a  very  marked  increase  in  the  inter- 
stitial leucocytic  exudate  in  these  dogs  of  longer  survival  (Fig.  11). 

DISCUSSION. 

As  far  as  we  are  able  to  determine  from  a  pathological  study  of 
various  arsenic  kidneys,  the  idea  that  arsenical  compounds  as  a  class 
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produce  vascular,  in  contradistinction  to  tubular,  injury  must  be 
modified. 

It  is  quite  true  that  with  a  certain  group  of  these  compounds  vas- 
cular lesions  predominate,  causing  red  kidneys,  of  which  arsenious 
acid  is  the  type.  Even  within  this  group  of  arsenicals,  however, 
Ave  are  able  to  recognize  certain  differences  in  the  character  of  the 
action  of  the  different  compounds.  For  instance,  with  salvarsan  and 
neosalvarsan,  hemorrhage  tends  to  be  restricted  to  the  outer  cortex 
or  the  boundary  zone ;  the  formation  of  hyaline  thrombi  in  the  glom- 
erular capillaries  is  more  pronounced;  and  there  is  a  profuse  albu- 
minous exudate  in  the  capsular  space  with  desquamation  of  epithelial 
cells.  Interstitial  edema  and  degeneration  and  necrosis  of  the  tubu- 
lar epithelium  are  distinctly  more  pronounced  than  with  arsenious 
acid. 

As  we  study  kidney  lesions  produced  by  other  arsenicals,  however, 
we  find,  as  with  arsacetin,  that  the  predominating  change  is  one  of 
degeneration  and  necrosis  of  tubular  epithelium.  These  pale  kid- 
neys offer  a  striking  contrast  to  the  red  kidneys  of  vascular  injury. 
Moreover,  other  pale  kidneys,  such  as  those  produced  by  such  sub- 
stances as  arsenophenylglycine  and  atoxyl,  in  which  the  tubular 
injury  is  the  predominant  feature,  may  show  well  marked  vascular 
injury.  In  these  cases,  the  hemorrhage  may  be  zonal  in  character, 
involving  much  of  the  medulla  or  even  the  lower  portion  of  the  cor- 
tex. The  tuft  capillaries  may  be  dilated  and  congested  with  more 
or  less  albuminous  precipitate  in  the  capsular  space,  and  there  may 
be  an  exudation  of  serum,  fibrin,  red  blood  cells,  and  leucocytes  into 
the  interstitial  tissues. 

The  histological  changes  in  the  kidneys  produced  by  a  particular 
arsenical  compound,  while  elastic,  are  quite  characteristic  of  the 
action  of  the  compound  and  accord  with  the  gross  appearance  of  the 
organ.  Therefore,  in  surveying  this  series  of  arsenic  kidneys  from 
a  microscopic  as  well  as  from  a  gross  pathological  point  of  view, 
Ave  are  able  to  differentiate  two  extreme  types;  i,  e,,  the  red  and 
the  pale.  The  red  kidney  is  essentially  one  of  vascular  injury,  the 
pale  kidney  is  predominantly  one  of  tubular  necrosis.  In  addition, 
various  transitional  or  subgroups  exist,  in  which  the  kidney,  al- 
though belonging  to  the  red  type,  shows  relatively  a  great  degree  of 
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tubular  injury  and  vice  versa.  In  regard  to  the  tubular  necrosis  in 
these  kidneys,  the  prompt  and  active  regeneration  of  the  tubular 
epithelium  following  the  injection  of  such  compounds  as  arsacetin, 
arsenophenylglycine,  and  atoxyl,  seems  to  preclude  the  possibility 
that  the  wide-spread  tubular  necrosis  produced  by  these  substances 
can  be  regarded  as  a  purely  anemic  phenomenon.  Hence,  we  cannot 
ascribe  to  arsenical  compounds,  as  a  class,  the  property  of  producing 
a  purely  vascular  nephritis;  but  we  must  recognize  the  fact  that 
arsenical  compounds  produce  characteristic  renal  lesions  which  may 
be  either  predominantly  vascular  or  tubular  in  type  and  that  the  mode 
of  action  and  the  character  of  the  lesions  produced  are  bound  up 
with  the  chemical  constitution  of  the  compound. 

SUMMARY. 

1.  We  have  shown  that  the  type  of  renal  lesion  produced  by  com- 
pounds of  arsenic  varies  widely:  while  some  arsenicals  produce 
changes  in  which  vascular  injury  predominates,  others  produce  an 
equally  dominant  tubular  injury. 

2.  In  either  of  these  groups  the  character  and  degree  of  the 
vascular  or  tubular  injury  produced  by  different  compounds  shows 
further  variation,  such  that  the  lesions  of  different  arsenicals  of  the 
same  group  are  not  identical.  Each  compound  of  arsenic  that  we 
have  tested,  therefore,  produces  a  lesion-complex  in  the  kidney  that 
is  relatively  characteristic  for  that  compound. 

3.  The  mode  and  character  of  the  action  of  arsenicals  are  de- 
pendent upon  the  chemical  constitution  of  the  compound. 

EXPLANATION  OF  PLATES. 

The  illustrations  are  all  from  untouched  photomicrographs.  Magnification, 
X208. 

Plate  61. 

Fig.  I.  Arsenious  acid.  Dog  B.  Section  from  the  outer  cortex.  There  is 
marked  dilatation  and  congestion  of  vessels,  including  the  glomerular  capillaries, 
with  hemorrhage  into  the  interstitial  tissues.  The  tubular  epithelium  is  swollen 
and  degenerated. 

Fig.  2.  Galyl.  Dog  S.  Section  from  the  outer  cortex.  The  vessels  are  con- 
gested and  there  is  a  slight  interstitial  hemorrhage.    The  tuft  capillaries  are  uni- 
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formly  dilated  and  contain  blood  and  there  is  a  slight  albuminous  precipitate  in 
the  capsular  space.    Tubular  degeneration  and  disintegration  are  marked. 

Plate  62. 

Fig.  3.  Salvarsan.  Dog  Q.  Section  from  the  outer  cortex.  Dilatation  and 
congestion  of  vessels  with  slight  hemorrhage.  The  glomeruli  are  swollen  and 
the  tuft  capillaries  contain  blood  and  numerous  hyaline  thrombi.  There  is  an 
albuminous  precipitate  in  the  capsular  space.  Tubular  epithelium  shows  degen- 
eration and  slight  necrosis. 

Fig.  4.  Salvarsan.  Dog  Q.  Section  from  the  inner  cortex.  Marked  inter- 
stitial edema.  Partial  disintegration  of  glomerular  tuft  and  accumulation  of 
epithelial  cells  and  cell  detritus  in  the  capsular  space.  Degeneration  and  necrosis 
of  tubular  epithelium. 

Plate  63. 

Fig.  5.  Neosalvarsan.  Dog  R.  Section  from  the  outer  cortex.  The  glome- 
ruli are  swollen ;  the  tuft  is  compressed ;  the  glomerular  capillaries  are  congested 
and  contain  numerous  hyaline  thrombi.  There  is  an  abundant  albuminous  pre- 
cipitate in  the  capsular  space.  Many  tubules  show  a  massive  necrosis,  others 
show  degeneration  and  disintegration  of  epithelial  cells  with  pyknotic  nuclei. 

Plate  64. 

Fig.  6.  Arsacetin.  Dog  I.  Section  from  the  midcortex.  Extensive  necrosis 
en  masse  of  the  epithelium  of  the  convoluted  tubules  with  marked  degeneration 
and  slight  necrosis  of  the  loops  of  Henle.    Vessels  and  glomeruli  normal. 

Plate  65. 

Fig.  7.  Arsenophenylglycine.  Dog  L.  Section  from  the  outer  cortex.  The 
glomeruli  are  large,  the  tufts  are  compressed,  and  the  glomerular  vessels  are 
partially  collapsed.  The  capsular  epithelium  is  swollen  and  desquamated  and  the 
capsular  space  is  filled  with  necrotic  cellular  debris.  Degeneration  and  necrosis 
of  tubular  epithelium  are  marked. 

Plate  66. 

Fig.  8.  Atoxyl.  Dog  F.  Section  from  the  outer  cortex.  The  vessels  and 
glomeruli  are  normal,  except  for  a  slight  albuminous  precipitate  in  the  capsular 
space.  The  epithelium  of  the  convoluted  tubules  is  extremely  ragged  and  degen- 
erated with  slight  necrosis. 

Fig.  9.  Atoxyl.  Dog  E.  Section  from  the  midcortex.  The  glomeruli  are 
slightly  enlarged,  the  capillaries  of  the  tuft  are  slightly  congested,  and  the  cap- 
sular space  contains  an  albuminous  precipitate.  The  epithelium  of  the  convo- 
luted tubules  is  swollen,  granular,  and  hydropic,  and  in  places  shows  necrosis. 
The  loops  of  Henle  are  markedly  dilated;  the  cells  are  hyaline  with  pyknotic 
nuclei  and  are  widely  separated  from  one  another.  Many  cells  are  desquamated. 
There  is  a  diffuse  hemorrhage  and  poljrmorphonuclear  exudate  into  the  inter- 
stitial tissues  and  occasionally  into  the  tubules. 
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Plate  67. 

Fig.  10.  Atoxyl.  Dog  D.  Section  from  the  outer  cortex.  The  glomeruli 
are  enlarged.  The  tuft  is  slightly  compressed  and  the  capsular  space  contains 
an  abundant  albuminous  precipitate.  The  epithelium  of  the  convoluted  tubules 
is  extremely  ragged  and  hydropic  and  in  some  areas  the  cells  are  necrotic  and 
desquamated.  Other  tubules  are  filled  with  a  granular  precipitate,  hyaline  drop- 
lets, and  an  occasional  cast,  and  the  epithelium  of  these  tubules  is  compressed. 

Fie.  II.  Atoxyl.  Dog  D.  Section  from  the  inner  cortex.  The  glomeruli 
are  as  in  Fig.  10.  The  tubules  throughout  are  necrotic,  and  filled  with  cellular 
detritus  or  granular  casts.  There  is  a  marked  interstitial  hemorrhage  with  an 
exudate  of  poljrmorphonuclear  leucocytes. 
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CHEMOPATHOLOGICAL  STUDIES  WITH  COMPOUNDS 

OF  ARSENIC. 

III.    On  the  Pathological  Action  of  Arsenicals  on  the 

Adrenals. 

By  wade  H.  brown,  M.D.,  and  LOUISE  PEARCE,  M.D. 

(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research,) 

Plates  68  to  73. 

(Received  for  publication,  June  24,  191 5.) 

In  Spite  of  the  unusual  interest  that  has  been  manifested  in  both 
the  ductless  glands  and  experimental  arsenic  therapy  during  recent 
years,  the  action  of  arsenicals  upon  the  adrenals,  which  is  one  of  the 
most  constant  and  perhaps  important  features  of  arsenical  intoxica- 
tion, has  remained  practically  unnoted. 

This  phase  of  arsenical  action  was  first  observed  by  us  in  the 
course  of  our  chemotherapeutic  studies.  The  adrenals  were  so  con- 
stantly involved  in  the  toxic  action  of  our  series  of  arsenicals 
that  we  were  led  to  suspect  that  the  tendency  to  adrenal  injury  was 
not  peculiar  to  our  compoimds  but  was  shared,  to  a  greater  or  less 
degree,  by  other  arsenicals.  We  instituted  a  series  of  experiments, 
therefore,  to  determine  whether  such  substances  as  arsenious  and 
arsenic  acids,  sodium  cacodylate,  atoxyl,  arsacetin,  arsenophenyl- 
glycine,  salvarsan,  and  neosalvarsan  possessed  a  similar  tendency 
to  adrenal  injury.  These  substances  were  chosen  as  representative 
and  accessible  types  of  organic  and  inorganic  compounds  of  trivalent 
and  pentavalent  arsenic. 

EXPERIMENTAL. 

Materials, 

The  routine  tests  of  the  above  named  drugs  were  made  upon  male 
guinea  pigs  weighing  400  to  500  grams,  though  supplementary  evi- 
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dence  was  obtained  from  both  rabbits  and  dogs  which  were  used  in 
order  to  facilitate  intravenous  administration  of  the  drugs. 

Technique, 

Sterile  solutions  of  the  substances  were  injected  intraperitoneally. 
The  arsenious  and  arsenic  acids  were  dissolved  in  the  theoretical 
amount  of  sodium  hydroxide  and  given  in  a  i  per  cent  solution. 
The  solutions  of  salvarsan  and  neosalvarsan  were  prepared  as  for 
clinical  use.  All  the  other  compounds  were  given  in  as  dilute  solu- 
tion as  possible,  but  the  concentration  necessarily  varied  somewhat 
with  the  amount  of  the  drug  given. 

Dose, 

On  account  of  a  lack  of  accurate  information  as  to  the  toxic  action 
of  some  of  the  arsenicals,  we  were  forced  to  employ  a  wide  range  of 
doses  before  obtaining  results  that  could  be  regarded  as  comparable. 
The  following  figures  (Table  I)  were  found  to  represent  roughly 
the  doses  in  grams  per  kilo  of  body  weight  causing  death  in  guinea 
pigs  in  one  to  three  days,  except  in  the  instance  of  arsacetin  and  sal- 
varsan, where  the  largest  doses  used  are  stated,  though  they  did  not 
kill. 

TABLE  I. 

Dose  per  kilo  of  body  weight. 
Drug.  ffm. 

Arsenious  acid  o.oio  to  0.012 

Arsenic  acid   0.015  "  0.020 

Sodium  cacodylate  (Merck)    0.700  "  i.ooo 

Atoxyl  0.080  **  o.ioo 

Arsacetin    0.300 

Arsenophenylglycine    0.250  (or  less) 

Salvarsan    0.150 

"  rabbit   (intravenous)    o.ioo  to  0.150 

Neosalvarsan    0.300  "  0.350 

The  effects  of  three  types  of  intoxication  were  studied  with  most 
of  the  compounds ;  i,  e,,  the  effect  of  an  acutely  fatal  dose,  the  effect 
of  single  large,  sublethal  doses,  and  the  effect  of  repeated  large  doses. 

Gross  evidences  of  injury  were  noted,  and  with  each  animal  the 
right  adrenal  was  preserved  in  Zenker's  fluid;  the  anterior  half  of 
the  left  adrenal  in  Miiller's  fluid,  to  preserve  the  chromaffin;  and 
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the  pMDsterior  half  in  lo  per  cent  formalin.  Sections  were  always 
taken  from  corresponding  levels.  The  Zenker  and  Miiller  material 
was  sectioned  in  paraffin  and  stained  with  hematoxylin  and  eosin. 
Frozen  sections  were  made  from  the  formalin-fixed  tissue  and 
stained  for  lipoids  with  Herxheimer's  Scharlach  R*  counterstained 
with  aqueous  alum  hematoxylin. 

As  the  prime  object  of  the  experiments  was  to  determine  a  single 
fact, — the  presence  or  absence  of  adrenal  injury  as  a  result  of  ar- 
senical intoxication — the  scope  of  the  experiments  does  not  justify 
a  detailed  description  of  the  action  of  each  compound.  The  de- 
scription given  is  a  composite  one  based  on  the  results  obtained  with 
the  various  arsenicals  upon  the  adrenals  of  the  guinea  pig.  Since 
all  the  compounds  do  not  affect  the  adrenals  in  precisely  the  same 
manner,  however,  such  peculiarities  in  their  action  as  we  have  noted 
may  be  briefly  indicated. 

The  Normal  Adrenal  of  the  Guinea  Pig, 

To  facilitate  description  and  as  a  basis  for  comparison,  we  wish  to 
refer  briefly  to  certain  features  of  the  normal  adrenal  of  the  guinea 
pig.  The  adrenals  of  adult  male  guinea  pigs  of  the  weights  used 
show  certain  differences  that  accord  in  general  with  differences  in 
the  color  of  the  animals.  The  cortex  is  grossly  divisible  into  two 
zones :  an  outer  waxy  zone  and  an  inner  pigmented  zone.  In  black 
guinea  pigs  the  adrenals  are  relatively  large  with  a  narrow  rim  of 
ivaxy  cortex  sharply  demarcated  from  a  broad,  intensely  pigmented, 
inner  zone.  In  white  guinea  pigs  the  other  extreme  exists ;  namely, 
small  adrenals  with  a  relatively  broad  rim  of  waxy  cortex  which 
gradually  merges  with  a  relatively  narrow  and  slightly  pigmented 
inner  zone.  These  markings  are  doubly  important  since  they  fur- 
nish landmarks  and  standards  for  gross  pathological  changes  in  the 
adrenal  cortex  and  correspond  quite  accurately  with  the  normal  dis- 
tribution of  lipoids  (Figs,  i  and  2). 

It  so  happens  that  the  microscopic  as  well  as  the  gross  changes 
produced  by  arsenicals  conform  so  closely  to  these  divisions  of  the 
cortex  that  they  can  be  most  conveniently  described  upon  such 
a  basis  of  division.  Without  raising  the  question,  therefore;  of  the 
relation  of  these  zones  to  the  generally  recognized  microscopic  divi- 
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sions,  the  glomerulosa,  the  fasciculata,  and  the  reticularis,  we  have 
used  the  designations,  Zones  i,  2,  and  3.  Zone  i  corresponds  with 
the  zona  glomerulosa;  Zone  2  with  the  waxy  or  lipoid-containing 
fasciculata;  and  Zone  3  with  the  pigmented  portion  of  the  cortex 
which  is  also  easily  recognizable  with  the  microscope  on  account 
of  the  difference  in  the  character  of  the  cells  of  Zones  2  and  3. 

Gross  Pathological  Changes, 

Large  doses  of  all  the  arsenicals  tested  cause  an  acute  swelling  of 
the  adrenals,  usually  accompanied  by  congestion  of  the  surface 
vessels  with  scattered  foci  and  streaks  of  hemorrhage.  On  section 
the  organs  are  very  soft ;  the  waxy  cortex  appears  slightly  gray  and 
translucent  and  may  be  streaked  with  red.  Frequently  a  distinct 
red  line  separates  the  waxy  and  pigmented  zones.  The  latter  area 
is  usually  very  soft  and  depressed,  but  rarely  shows  any  early  change 
in  its  extent  or  the  intensity  of  its  pigmentation.  The  medulla  is 
apt  to  be  poorly  defined,  soft,  and  somewhat  congested. 

Later  (after  forty-eight  to  seventy-two  hours)  the  adrenals, 
though  still  swollen,  are  quite  pale.  On  section  the  organ  is 
firmer,  and  the  waxy  zone  of  the  cortex  is  usually  distinctly  widened, 
gray,  and  translucent.  The  pigmented  cortex  is  narrowed  and  the 
intensity  of  pigmentation  is  decreased.  The  original  line  of  contact 
between  these  two  zones  is  indicated  by  a  conspicuous  narrow  band 
of  opaque  yellow,  gray,  or  pink  tissue.  The  medulla  is  usually  nor- 
mal in  appearance  or  somewhat  more  conspicuous  than  normally. 

Microscopic  Changes, 

Lipoids, — We  have  observed  two  types  of  alteration  in  the  lipoid 
content  of  the  adrenal :  change  in  the  size  of  the  droplets  and  change 
in  the  amount  and  distribution  of  the  lipoids.  Very  early,  large 
droplets  of  lipoid  material  appear  among  the  fine  granules  normally 
present  in  the  cells  of  Zone  2  of  the  cortex.  These  large  droplets 
are  most  numerous  at  the  outer  and  inner  edges  of  the  zone  and  in 
the  latter  location,  the  junction  of  Zones  2  and  3,  there  appears  to  be 
an  actual  increase  in  the  amount  of  lipoid  present  (Fig.  3). 

Subsequently  lipoid  material  increases  in  Zone  i  and  begins  to 
accumulate  in  considerable  amounts  in  Zone  3  (Fig.  3),  while  at  the 
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same  time  the  amount  of  lipoid  diminishes  in  Zone  2 ;  this  decrease  is 
first  apparent  in  the  middle  and  inner  half  of  the  zone  (Figs.  3,  4, 
and  5  ) .  Finally,  a  general  depletion  sets  in  and  the  lipoids  disappear 
completely  from  the  inner  half  of  Zone  2,  then  from  Zones  i  and  3, 
leaving  only  scattered  droplets  in  the  outer  half  of  Zone  2  and 
possibly  fine  granules  at  the  line  of  separation  of  Zones  2  and  3 
(Figs.  4,  5.  and  6). 

Very  rarely  have  we  been  able  to  demonstrate  lipoid  material  in 
true  medullary  cells.  In  a  few  instances,  fine  granules  have  been 
observed  in  these  cells. 

Vascular  Changes. — In  the  early  stages  of  arsenical  poisoning,  the 
vessels  of  both  the  cortex  and  medulla  of  the  adrenal  are  dilated  and 
filled  with  blood.  Hemorrhage  is  marked  with  some  compounds 
(arsenious  and  arsenic  acids  and  sodium  cacodylate)  especially  in 
Zone  2  of  the  cortex,  at  the  junction  of  Zones  2  and  3,  and  between 
the  cortex  and  medulla  (Fig.  7).  Hyaline  or  leucocytic  thrombi 
are  occasionally  seen  in  the  vascular  spaces  and  a  slight  leucocytic 
exudate  and  interstitial  edema  are  frequently  present. 

Cellular  and  Structural  Alterations, — The  cortical  cells  of  the 
adrenal  show  a  variety  of  degenerative  changes.  The  cells  of  Zone 
I  are  usually  swollen ;  their  cytoplasm  is  granular  and  slightly  vacu- 
olated. The  cells  of  Zone  2  suffer  most:  the  sharp  outlines  and 
spongy  cytoplasm  of  these  cells  are  soon  lost ;  they  become  irregular, 
ragged,  granular,  and  vacuolated ;  some  are  enormously  swollen  with 
pale-staining  cytoplasm  while  others  are  shrunken.  Hyaline  cells 
are  seen  here  and  there  and  necrotic  cells  are  numerous  in  extreme 
cases.  All  these  cellular  changes  are  again  most  pronounced  at  the 
junction  of  Zones  2  and  3  (Fig.  8).  In  Zone  3,  cells  that  are  usu- 
ally finely  granular  show  some  small  vacuoles  and  a  coarsely  gran- 
ular or  hyaline  cytoplasm.  Necrotic  cells  in  this  zone  are  most 
numerous  at  its  inner  edge. 

The  architecture  of  the  cortex  is  frequently  disturbed.  The  cell 
columns  may  be  broken  up  and  the  cells  appear  completely  isolated 
or  in  irregular  clumps  and  columns. 

The  cells  of  the  medulla  also  show  evidence  of  injury.  They 
are  frequently  ragged  with  scant,  pale-staining,  granular  cytoplasm 
and  shrunken,  pyknotic  nuclei.     The  most  striking  feature  of  the 


Digitized  by 


Google 


540  Action  of  Arsenicals  on  Adrenals. 

change,  with  some  compounds,  is  the  presence  of  large  numbers  of 
colloid  droplets  within  and  among  the  cells  of  the  medulla  (Fig.  9). 
Necrotic  cells  may  be  numerous. 

Chromaffin. — All  the  arsenicals  that  we  have  tested  exercise  some 
influence  upon  the  chromaffin  content  of  the  adrenal.  Some  com- 
pounds (arsenious  and  arsenic  acids)  seem  to  cause  but  a  slight  re- 
duction in  the  chromaffin  content  as  judged  by  the  color  of  the 
medullary  cells  of  tissue  fixed  in  Miiller's  fluid.  Judged  by  the  same 
standards,  other  arsenicals  produce  an  extreme  depletion  of  the 
chromaffin  (sodium  cacodylate,  salvarsan,  and  neosalvarsan)  as 
shown  by  comparing  Figs.  10,  11,  and  12. 

Recovery, — The  injury  phase  of  the  action  of  arsenicals  upon  the 
adrenals  develops  with  a  varying  rapidity  and  persists  for  a  variable 
length  of  time;  with  some  compounds  the  changes  develop  rapidly 
and  recovery  is  equally  rapid,  while  with  others  the  reverse  is  true. 
Regeneration  of  cortical  cells  is  usually  rapid  and  mitotic  figures 
may  be  seen  as  early  as  twenty-four  hours  after  the  administration 
of  the  drug  but  are  not  numerous  until  forty-eight  to  seventy-two 
hours  (Fig.  13).  Here  activity  is  most  marked  in  the  outer  half 
of  Zone  2.  Six  to  twelve  mitotic  figures  frequently  occur  in  a  single 
high  power  field  of  the  microscope.  Mitotic  division  occurs  to 
a  limited  degree  in  the  cells  of  Zones  i  and  3.  The  cells  of  the 
medulla  also  regenerate  by  mitotic  division  (Fig.  14).  We 
observed  mitotic  figures  in  these  cells  in  several  instances  after 
sodium  cacodylate,  atoxyl,  and  arsenophenylglycine,  but  they  were 
never  numerous. 

Perhaps  as  a  sequel  to  the  injury  produced  in  the  medulla,  round- 
celled  or  polyblastic  infiltration  is  of  frequent  occurrence  and  is  usu- 
ally accompanied  by  some  fibroblasts  and  an  increase  in  endothelial 
cells  (Figs.  15  and  16).  To  a  less  degree  changes  similar  to  those 
in  Fig.  16  have  been  seen  in  control  animals,  which  leaves  some 
doubt  as  to  the  significance  of  this  particular  type  of  infiltration. 

DISCUSSION. 

Thus  far,  all  the  compounds  of  arsenic  that  we  have  tested  have 
exhibited  a  definite  action  upon  the  adrenals  of  the  guinea  pig,  but 
it  by  no  means  follows  that  the  character  and  degree  of  such  action 
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are  identical  for  all  arsenicals.  On  the  contrary,  while  certain 
features  of  the  action  appear  to  be  common  to  a  number  of  com- 
poiuids,  other  features  of  the  action  may  be  quite  distinctive.  Thus, 
arsenious  acid  and  sodium  cacodylate  show  a  strong  tendency  to 
produce  congestion  and  hemorrhages  in  the  adrenals,  while  such 
compounds  as  arsenophenylglycine  and  arsacetin  produce  most 
marked  disturbances  in  the  lipoid  content,  with  but  slight  tendency 
to  congestion  or  hemorrhage.  In  like  manner,  arsenious  acid  seems 
to  cause  relatively  slight  alteration  in  the  chromaffin  content,  while 
sodium  cacodylate  acts  strongly  on  the  medullary  cells. 

We  must  also  recognize  the  fact  that  the  relative  importance  of 
adrenal  injury  in  the  lesion-complex  is  another  variable.  With  some 
arsenicals  the  effect  upon  the  adrenals  may  be  distinctly  over- 
shadowed by  injury  to  other  organs,  while  with  other  compounds 
the  injury  inflicted  upon  the  adrenals  plays  a  prominent  part  in  the 
toxic  manifestations. 

We  may  conclude,  therefore,  that  some  factor  other  than  the 
mere  presence  of  arsenic  must  exercise  a  distinct  influence  upon  the 
activity  of  these  compounds;  namely,  their  chemical  constitution. 

Finally  we  must  differentiate  between  the  action  of  toxic  doses 
and  the  action  of  therapeutic  doses  of  arsenicals  upon  the  adrenals. 
Since  the  action  of  toxic  doses  indicates  a  strong  selective  affinity  of 
the  adrenals  for  compounds  of  arsenic,  we  may  legitimately  infer 
that  with  therapeutic  doses  injury  might  give  place  to  stimulation,  a 
conception  which  clinical  experience  with  some  arsenicals  seems  to 
justify. 

However,  generalizations  as  to  the  action  of  arsenicals  on  the 
adrenals  should  be  made  with  caution.  From  these  experiments 
concerning  the  action  of  compounds  of  arsenic  upon  the  adrenals, 
we  believe  that  a  wide  field  of  investigation  has  been  opened  up  and 
that  future  work  will  justify  our  belief  in  the  importance  of  the 
action  of  arsenicals  upon  the  adrenals. 

SUMMARY. 

I.  Toxic  doses  of  all  arsenicals  of  which  we  have  any  knowledge 
produce  definite  pathological  changes  in  the  adrenals  of  guinea  pigs. 
These  changes  include  congestion,  hemorrhage,  disturbances  in  the 
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lipoid  content,  cellular  degenerations  and  necroses,  and  reduction  in 
the  chromaffin  content. 

2.  The  character  and  severity  of  the  injury  produced  by  different 
arsenicals  varies  with  the  chemical  constitution  of  the  compounds. 

3.  From  these  facts,  we  believe  that  adrenal  injury  is  an  important 
factor  in  arsenical  intoxication  and  suggest  that  therapeutic  doses 
of  some  arsenicals  may  produce  adrenal  stimulation. 

EXPLANATION  OF  PLATES. 

The  illustrations  are  all  from  untouched  photomicrographs.  Those  showing 
lipoids  are  from  frozen  sections  stained  with  Herxheimer's  Scharlach  R  counter- 
Stained  with  aqueous  alum  hematoxylin.  Figures  showing  chromafl^  arc  from 
tissue  fixed  in  Mtiller's  fluid  and  stained  with  hematoxylin  and  eosin.  All  doses 
of  drugs  are  expressed  in  gm.  per  kilo  of  body  weight. 

Changes  in  the  Lipoids  of  the  Adrenal  Cortex, 
Plate  68. 

Fig.  I.  Lipoids  of  normal  adrenal  cortex.  Black  male  guinea  pig.  The 
lipoid,  which  appears  as  black  granules,  is  sharply  confined  to  the  relatively  nar- 
row outer  rim  of  the  cortex.    X  80. 

Fig.  2.  Lipoid  of  normal  adrenal  cortex.  White  male  guinea  pig.  The 
lipoid  extends  over  more  than  one-half  of  the  cortex  and  is  irregularly  demar- 
cated at  the  inner  edge  of  the  zone.    X  80. 

Fig.  3.  Increase  in  the  amount  of  demonstrable  lipoid  and  an  abnormal  dis- 
tribution produced  by  arsenophenylglycine  0.250  gm.  Animal  killed  after  48 
hours.  The  lipoid  is  distributed  over  the  entire  cortex  and  is  especially  abundant 
at  the  junction  of  Zones  2  and  3.  The  photographic  intensity  of  the  lipoid  in 
this  figure  had  to  be  considerably  suppressed  in  the  original  photomicrograph  in 
order  to  preserve  some  detail.     X  80. 

Plate  69. 

Fig.  4.  A  later  stage  of  the  same  type  of  change  as  that  in  Fig.  3.  A  distinct 
decrease  of  the  lipoids  is  here  apparent  in  the  inner  half  of  Zone  2.  2  doses 
of  arsenophenylglycine  o.ioo  gm.,  followed  on  the  5th  day  by  arsenophenylglycine 
0.050  gm.    Animal  died  in  24  hours.    No  postmortem  decomposition.     X  80. 

Fig.  5.  Still  more  pronounced  change  in  the  amount,  distribution,  and  char- 
acter of  the  lipoid  droplets.  Neosalvarsan  0.300  gm.  Guinea  pig  killed  after  48 
hours.    X  80. 

Fig.  6.  Extreme  depletion  of  lipoids  produced  by  4  doses  of  arsacetin  (o.ioo, 
0.200, 0.200, 0.200  gm.)  within  16  days.  Guinea  pig  killed  3  days  after  the  last  dose. 
The  lipoid  is  mostly  in  the  form  of  large  droplets  with  some  very  fine  granules 
in  the  cells  through  the  middle  of  the  cortex.     X  80. 
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PLATE  09. 


(Brown  and  Pearce:  Action  of  Arsenicals  on  Adrenals.) 
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PLATE   71. 
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(Brown  and  Pearce:  Action  of  Arsenicals  on  Adrenals.) 
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PLATE    73. 
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(Brown  and  Pearce:  Action  of  Arsenicals  on  Adrenals.) 
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Congestion,  Hemorrhage,  and  Degeneration, 
Plate  70. 

Fig.  7.  Congestion  and  hemorrhage  in  the  cortex  of  the  adrenal  produced  by 
2  doses  of  sodium  cacodylate  0.700  gm.  in  4  day^.  Guinea  pig  died  on  the  5th 
day.  Hemorrhage  is  most  marked  in  the  inner  half  of  Zone  2.  The  cortical 
cells  also  show  degeneration  and  vacuolization.    X  200. 

Fig.  8.  Degeneration  of  the  cells  of  the  midzone  of  the  adrenal  cortex  with 
slight  leucocytic  infiltration  resulting  from  arsenophenylglycine.  Same  adrenal 
as  in  Fig.  4.     X  200. 

Fig.  9.  Colloid  degeneration  of  medulla  of  the  adrenal.  Same  animal  as  in 
Figs.  4  and  8.    X  775- 

Changes  in  the  Chromaffin, 
Plate  71. 

Fig.  id.    Chromaffin  of  adrenal  of  normal  guinea  pig.    X  200. 

Fig.  II.  Reduction  in  the  chromaffin  content  of  the  medulla  with  shrinkage 
and  degeneration  of  medullary  cells.  Sodium  cacodylate  0.700  gm.  Guinea  pig 
killed  after  48  hours.    X  200. 

Fig.  12.  Reduction  of  chromaffin  after  2  doses  of  neosalvarsan  (0.190  gm. 
and  0.500  gm.)  on  the  5th  day.  Died  within  18  hours.  No  postmortem  decom- 
position.    X  200. 

Regeneration  of  Adrenal  Cells, 

Plate  72. 

Fig.  13.  Cortical  regeneration.  Neosalvarsan  0.300  gm.  Killed  after  48 
hours.     X  700. 

Fig.  14.  Mitosis  in  cell  of  medulla.  Atoxyl,  3  doses  of  0.050  gm.  in  5  days. 
Guinea  pig  killed  3  days  after  last  dose.    X  600. 

Infiltration  in  the  Medulla. 
Plate  73. 

Fig.  15.  Infiltration  of  polymorphonuclear  leucocjrtes  and  polyblasts  into  a 
degenerated  area  of  the  medulla.  Arsenophenylglycine.  Same  adrenal  as  in 
Figs.  4,  8,  and  9.    X700. 

Fig.  16.  Infiltration  of  lymphocytes  and  fibroblasts  in  the  medulla  of  the 
adrenal.    Arsenious  acid  0.005  S^-    Killed  after  3  days. 
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A   NOTE   ON   THE  IMMEDIATE   EFFECTS   OF 
REDUCTION  OF  KIDNEY  SUBSTANCE/ 

By  H.  T.  KARSNER,  M.D,  H.  A.  BUNKER,  Jr.,  A.B.,  and 
G.  P.  GRABFIELD,  M.D. 

{From  the  Department  of  Pathology  {Phillips  Fund)  of  the  Harvard  Medical 

School,  Boston.) 

(Received  for  publication,  June  ii,  1915.) 

Several  investigators  have  studied  the  nitrogenous  metabolism  of  animals  fol- 
lowing reduction  of  kidney  substance;  notably,  Tuffier,^  Bradford,'  Bainbridge 
and  Beddard,*  Pearce,^  and  Pilcher.®  Studies  of  nitrogen  balance  and  partition 
have  been  made  and  somewhat  contradictory  results  obtained,  de  Paoli^  ob- 
served that  large  quantities  of  kidney  substance  could  be  removed  without 
endangering  life  and  that  the  minimum  necessary  for  life  is  one-half  of  one 
kidney,  or  one-quarter  of  the  total  kidney  substance.  Tuffier,  on  the  other  hand, 
stated  that  life  is  possible  with  only  1.5  gm.  of  kidney  substance  per  kilo  of 
body  weight  ^the  total  is  about  7  gm.  per  kilo  in  the  dog).  Bradford  found 
the  danger  limit  reached  at  2  gm.  per  kilo;  this  was  confirmed  by  Pearcc  and 
by  Pilcher. 

As  regards  function  Tuffier,  as  quoted  by  Bradford,  states :  "  It  is  possible  to 
remove  quantities  of  kidney  substance  equal  in  weight  and  in  volume  to  those 
of  the  sum  of  the  two  kidneys  in  such  a  way  as  yet  to  leave  behind  a  consider- 
able amount  of  kidney  substance,  as  shown  by  postmortem  examination;  that 
this  diminution  in  the  amount  of  kidney  substance  is  not  accompanied  by  any 
functional  disturbance  of  the  urine,  and  that  the  urine  and  urea,  after  oscillations 
due  to  the  operation,  return  to  their  normal  amount." 

Bradford  found  that  excision  of  less  than  two-thirds  of  the  kidney  volume 

1  Aided  by  a  grant  from  The  Rockefeller  Institute  for  Medical  Research. 

2  Tuffier,  T.,  fitudes  experimentales  sur  la  chirurgie  du  rein,  Paris,  1889 ;  cited 
by  Bradford,  J.  R,,  The  Results  Following  Partial  Nephrectomy  and  the  Influ- 
ence of  the  Kidney  on  Metabolism,  Jour.  Physiol.,  1898-99,  xxiii,  415. 

8  Bradford,  J.  R.,  loc.  cit. 

*  Bainbridge,  F.  A.,  and  Beddard,  A.  P.,  The  Relation  of  the  Kidneys  to 
Metabolism,  Proc.  Roy.  Soc,  London,  Series  B,  1907,  Ixxix,  75. 

5  Pearce,  R.  M.,  The  Influence  of  the  Reduction  of  Kidney  Substance  upon 
Nitrogenous  Metabolism,  Jour.  Exper.  Med.,  1908,  x,  632. 

^  Pilcher,  J.  D.,  On  the  Excretion  of  Nitrogen  Subsequent  to  Ligation  of 
.Successive  Branches  of  the  Renal  Arteries,  Jour.  Biol.  Chem.,  1913,  xiv,  389. 

7  de  Paoli,  E.,  Centralhl.  f.  Chir.,  1892,  xix,  78 ;  cited  by  Bradford,  loc.  cit. 
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resulted  in  temporary  increase  of  the  watery  part  of  the  urine,  which  became 
lasting  when  two-thirds  were  removed;  removal  of  "approximately  three- 
quarters  of  the  total  kidney  weight  is  followed  by  a  very  great  increase  in  the 
amount  of  urinary  water,  and  also  by  an  increase  in  the  amount  of  urea  excreted." 
He  found  also  a  considerable  increase  in  the  nitrogenous  extractives  of  the 
blood  and  tissues,  particularly  muscles,  most  marked  after  excision  of  three- 
quarters,  but  quite  apparent  after  excision  of  two-thirds  of  the  kidney  sub- 
stance. This  excess  was  distributed  just  as  after  double  nephrectomy  and  after 
the  intravenous  injection  of  urea;  he  states  that  the  quantity  in  the  muscles  is 
too  great  to  be  accounted  for  by  the  ntere  products  of  normal  metabolism. 

Bainbridge  and  Beddard  working  on  cats  found  that  removal  of  approxi- 
mately three-fourths  of  the  total  kidney  substance  is  not  constantly  followed  by 
an  increased  output  of  nitrogen,  and  that  it  takes  place  only  in  cats  which  have 
lost  22  per  cent  or  more  of  their  initial  body  weight  at  the  time  of  its  onset. 
They  concluded  further  that  the  kidneys  have  no  direct  influence  upon  nitroge- 
nous metabolism  and  that  the  increased  output  of  nitrogen  is  simply  the  result 
of  inanition.  They  found  the  cats  still  able  to  pass  a  concentrated  urine  and 
that  the  amount  of  urine  is  not  necessarily  increased  beyond  the  normal. 

Pearce,  using  dogs,  confirmed  the  general  results  of  Bainbridge  and  Beddard 
and  concluded  further  that  the  metabolism  condition  of  starvation  is  apparently 
the  result  of  the  gastro-intestinal  disturbance  constantly  associated  with  exten- 
sive kidney  reduction  and  not  of  a  disturbance  of  general  nitrogenous  metabo- 
lism. He  found  that  the  gastro-intestinal  disturbance  was  not  due  to  diminished 
absorption  and  found  no  evidence  to  support  a  theory  of  internal  secretion  on 
the  part  of  the  kidney. 

Pilcher,  using  both  cats  and  dogs,  reduced  the  kidney  substance  by  ligation 
of  branches  of  the  renal  arteries.  He  states  that  with  but  one-fourth  of  the 
kidney  substance  functioning  the  quantity  of  urine  was  practically  normal ;  there 
is  marked  temporary  prostration,  anorexia,  loss  of  weight,  and  increased  nitrogen 
output  with  finally  a  return  to  normal,  with  a  slight  tendency  to  nitrogen 
retention. 

REPORTS  OF  EXPERIMENTS. 

Our  experiments  have  been  conducted  because  of  the  availability 
of  the  Folin  methods®  for  the  determination  of  the  non-protein 
nitrogen  of  the  blood. 

Dogs  were  kept  on  a  constant  diet  and  determinations  were  made 
of  the  total  non-protein  nitrogen  of  the  blood,  obtained  by  aseptic 
heart  puncture.  The  urine  was  collected  in  the  ordinary  metabol- 
ism cages  and  the  total  non-protein  nitrogen  and  urea  nitrogen  were 
determined.     All  analyses  were  made  in  duplicate  or  triplicate. 

®  Folin,  O.,  and  Denis,  W.,  Protein  Metabolism  from  the  Standpoint  of  Blood 
and  Tissue  Analysis,  Jour.  Biol.  Chem.,  1912,  xi,  161 ;  New  Methods  for  the 
Determination  of  Total  Non-Protein  Nitrogen,  Urea  and  Ammonia  in  Blood, 
ibid.,  p.  527. 
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Effects  of  Reduction  of  Kidney  Substance. 


All  the  blood  results  are  reported  in  mg.  per  loo  cc.  of  blood.  All 
the  urine  results  are  reported  in  mg.  per  twenty- four  hours. 

Five  dogs  were  used,  but  the  results  can  be  summarized  in  the 
protocols  of  three  (Tables  I,  II,  and  III). 


Female,  Weight  6,500  Gm. 


Date. 


TABLE  I. 

Dog  J. 

Urine  Negative  for  Albumin, 
Dog  Biscuit. 


Diet  200  Gm,  of 


Apr.  39 
'*     30 

May  I 
2 
3 

4 

7 
9 

24 


Blood. 

Total  noo-protein 

nitrogen* 


36 

44 
45 


Urine. 


Total  non-protein 
nitrogen. 


1,840 
2,520 
2,010 


Urea  nitrogen. 


1,861 
1.903 


Amount. 


CC. 

100 

63 

201 


Left  kidney  (weight  17  gm.)  removed  under  ether  anesthesia 


1,192 


1.451 


44 
Slight  diarrhea 

43 
Diarrhea  very  severe 

SI  I 

44  I  — 

Diarrhea  finally  cleared  up. 

38  I  - 


859 


1.357 


I 


Experiment  resumed 


159 


41 


At  12.30  p.  m.  the  right  kidney  (weight  22  gm.)  was  removed  and  the  animal 
bled  at  more  frequent  intervals,  as  follows : 


Total  non-protein  nitrosre 
in  blood. 


May  24 12.30  p.  m Operation 

7.30  P-  I" 

"     25 i.oo  a.  m 

i.oo  p.  m 


44 

56 

85 

7.00  p.  m Ill 

11.30  p.  m 133 

"     26 2.00  p.  m 196 

11.00  p.  m 227 

"     27 10.00  a.  m 285 

2.00  p.  m Animal  found  dead. 

Autopsy  shows  slight  superficial  infection  of  the  abdominal  wound;  the  ab- 
dominal cavity  is  clean ;  a  few  cc.  of  gray,  slightly  turbid  fluid  are  found  in  the 
left  pleural  cavity. 
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TABLE  II. 

Dog  2. 

Female,  Weight  6,000  Gm.    Urine  Negative  for  Albumin.    Diet  2  1/2  Dog 

Biscuits, 


Date. 


Aug.  7. 

"  8. 

••  10. 

"  II. 

•*  12. 

••  13. 

"  14. 

••  IS- 

"  16. 

••  18. 


Blood. 

Total  non-protein 

nitrogen. 


24 
18 


Urine. 


Total  non-protein 
nitrogen. 


4.005 
2,278 


Urea  nitrogen. 


3.337 
1.960 


Amount. 


89 

245 


Left  kidney  (weight  35  gm.)  was  removed  under  ether  anesthesia 


43 
27 
26 
21 


2.156  1.705 

3.149  a.350 

3.393  3.237 

2.470  2,041 

Right  kidney  was  removed  under  ether  anesthesia 


o 

55 

94 

390 

130 


Total  non-protein  nitrogen 
in  blood. 

Aug.  18 11.45  a.  m Operation 

11.45  a.  m 31 

m 72 

m 95 

m 114 

m 143 

m 154 

12.00  midnight 165 

21 12.00  noon 208 

10.00  p.  m 225 

22 9.00  a.  m 282 

5.00  p.  m Found  dead. 


11.45  p. 
Aug.  19 11.45  a. 

"45  p. 

"     20 11.45  a. 

6.00  p. 


Autopsy  showed  no  sepsis  or  other  abnormalities. 
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TABLE  III. 

Dog  3- 

Female,  Weight  4,000  Gm,    Urine  Negative  for  Albumin,    Diet  120  Gm,  Chopped 
Beef  and  2  Dog  Biscuits. 


Date. 


Blood. 

Total  non-protein 

nitrogen. 


Aug. 


Sept. 


24. 
25. 
28. 

29. 

30. 

31. 

I. 

2. 

3. 

4. 

8. 
II. 
12. 
14. 


Urine. 


Total  non-protein 
nitrogen. 


23 


1,823 
3.725 


Urea  nitrogen. 


1.568 
3.053 


cc, 

49 

192 


Upper  pole  of  right  kidney  (weight  6  gm.)  was  removed  under  ether 
anesthesia  through  lumbar  incision  by  Dr.  W.  C.^Quinby 


26 

4.480 

3.360 

224 

20 

4.480 

4.032 

224 

22 

3.800 

2.800 

200 

Entire  left  kidney  (weight  22  gm.)  was  removed  under  ether  anes- 
thesia 


28 
41 
35 
41 
33 
26 
33J 


Diar- 
rhea 


4.620 
3.995 


3.135 
2,820 


150 
330 
235 


18 Remainder  of  right  kidney  (weight  17  gm.)  was  removed  under  ether 

I       anesthesia 


Total  non-protdo  nitrogen 
in  blood. 

Sept.   18 3.00  p.  m Operation 

3.00  p.  m 35 

"      19." 12.00  noon 68 

"      20 11.30  a.  m 152 

5.00  p.  m 172 

"      21 9.30  a.  m 227 

2.00  p.  m.  Death  occurred  as  the  blood  was  being  withdrawn. 
The  last  operation  wound  was  infected;  otherwise  the  autopsy  showed  nothing 
abnormal. 

DISCUSSION   O^   RESULTS. 

From  these  data  it  may  be  said  that  removal  of  approximately 
one-Sixth  of  the  kidney  substance  (Dog  III)  results  in  no  marked 
alteration  of  the  non-protein  nitrogen  of  the  blood  or  of  the  urine, 
although  there  is,  as  Pilcher  expresses  it,  a  slight  tendency  to  ac- 
cumulation® in  the  blood  and  increased  output  in  the  urine  for  a 

®  The  term  accumulation  is  used  instead  of  retention  to  avoid  confusion  with 
the  use  of  the  latter  term  as  expressing  the  holding  of  nitrogen  in  the  body  for 
metabolic  and  constructive  purposes. 
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period  of  twenty- four  (blood)  or  forty-eight  hours  (urine),  prob- 
ably to  be  explained  by  the  operation.  Excision  of  one-half  the 
total  kidney  substance  in  the  case  of  Dog  II  was  followed  by  a 
distinct  accumulation  in  the  blood  during  the  first  twenty- four  hours, 
associated,  however,  with  anuria;  such  accumulation,  however,  did 
not  appear  in  the  corresponding  period  in  Dog  I,  which  was  not 
anuric.  As  seen  in  both  dogs,  however,  the  output  for  the  first 
forty-eight  hours  appears  to  be  diminished,  thus  again  showing  a 
slight  tendency  toward  accumulation  for  at  the  most  forty-eight 
hours.  The  removal  of  approximately  two-thirds  of  the  kidney 
substance  (Dog  III)  was  followed  by  a  very  slight  increase  in  out- 
put, and  after  twenty- four  hours  a  slight  but  distinct  increase  in  the 
non-protein  nitrogen  of  the  blood  which  lasted  for  three  days. 

An  examination  of  the  amount  of  urine  and  its  concentration 
shows  that  reduction  of  the  kidney  substance  down  to  approximately 
one-third  does  not  prevent  that  fragment  from  excreting  urine  in 
normal  amounts  and  concentrations. 

Diarrhea  was  found  to  occur  frequently  and  followed  the  exci- 
sion of  only  one-half  the  kidney  substance.  None  of  the  dogs  lost 
markedly  in  weight,  and  this  reduction  in  no  case  reached  the  critical 
22  per  cent  of  Bainbridge  and  Beddard. 

The  results  following  the  complete  removal  of  kidney  substance 
are  shown  graphically  in  Text-fig.  i.  In  Dogs  I  and  III  the  rate  of 
increase  was  considerably  less  in  the  first  twenty-four  hours  than  in 
the  succeeding  periods.  On  the  second  and  third  days  the  rate  of 
increase  was  practically  the  same  and  from  rough  calculations  based 
on  the  output  for  twenty- four  hours  was  about  what  it  should  be  per 
IOC  cc.  of  blood  for  a  twenty-four  hour  period.  It  is  easily  pos- 
sible that  operative  shock  might  account  for  the  relatively  slight 
increase  in  the  first  twenty- four  hours. 

In  Dog  II  the  results  are  more  constant,  although  in  the  last 
twenty- four  hours  there  was  a  slight  exacerbation  of  rate.  In 
other  words,  for  this  animal  the  rate  of  increase  per  loo  cc.  of 
blood  should  be  roughly  57  mg.  per  day  per  100  cc,  so  that  the 
amounts  would  be  for  each  succeeding  day  88,  145,  203,  and  260, 
whereas  they  actually  were  95,  143,  208,  and  282  (allowing  twenty- 
one  and  one-half  hours  for  the  last  day).     It  is  regretted  that  the 
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actual  intake  of  nitrogen  following  the  total  nephrectomy  was  not 
estimated  and  the  results  here  presented  are  regarded  as  suggestive 


"VP^ ins jtjpT 

Text-Fig.  i.    Chart  showing  total  non-protein  nitrogen  in  blood  following 
complete  nephrectomy. 

rather  than  conclusive.  Further  studies  are  being  carried  out  in  an 
attempt  to  elaborate  on  and  elucidate  this  increase  in  total  non- 
protein nitrogen  in  relation  to  intake,  distribution  in  the  body,  and 
other  factors  which  are  known  to  influence  protein  metabolism. 
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A  FURTHER  STUDY  OF  THE  BACTERICIDAL  ACTION 
OF  ETHYLHYDROCUPREIN  ON  PNEUMOCOCCI. 

By  henry  F.  MOORE,  M.B,  B.Ch.,  B.A.O. 

(From  the  Hospital  of  The  Rockefeller  Institute  for  Medical  Research.) 

(Received  for  publication,  September  i,  1915.) 

.  In  a  previous  communication^  we  stated  that  ethylhydrocuprein 
inhibits  the  growth  of,  and  kills,  pneumococci  in  vitro  in  very  con- 
siderable dilutions  of  the  drug,  and  that  it  exerts  a  considerable 
protective  action  in  experimental  pneumococcal  infections  in  mice. 
The  present  study  was  undertaken  with  the  object  of  gaining  some 
information  as  to  the  rate  of  absorption  of  the  drug  into  the  circula- 
tion in  the  animal  body,  as  to  how  long  the  resulting  bactericidal 
effect,  if  any,  of  the  serum  on  pneumococci  lasted,  and  as  to  the  mode 
of  action  of  the  drug  on  these  microorganisms. 

Ethylhydrocuprein,  a  derivative  of  hydroquinine,  was  introduced 
by  Morgenroth^  in  191 1  in  the  treatment  of  experimental  pneumo- 
coccal infection  in  mice.  It  has  since  been  subjected  to  study  by 
many  observers,  who,  generally  speaking,  agree  that  it  has  a  bacteri- 
cidal action  on  pneumococci,  in  vitro  and  in  vivo.  Wright^  showed 
that  the  blood  serum  of  mice  previously  treated  with  the  drug  killed 
pneumococci  in  the  test-tube. 

In  the  present  study  we  considered  it  advisable  to  make  use  of 
rabbits  as  our  experimental  animals,  and,  having  determined  the 
tolerated  and  toxic  doses  of  the  hydrochloride  of  the  drug  (optochin 
hydrochloride)  and  of  the  free  base  (optochin  base)  for  these  ani- 
mals, we  proceeded  to  study  the  action  of  each  of  these  preparations 
when  given  by  different  routes  as  set  forth  below.  The  hydrochlo- 
ride was  given  to  the  rabbits  subcutaneously,  dissolved  in  5  cc.  of 

1  Moore,  H.  P.,  Jour.  Exper.  Med.,  191 5,  xxii,  269. 

*Morgenroth,  J.,  and  Levy,  R.,  Berl.  klin.  IVchnschr.,  191 1,  xlviii,  1560,  1979. 
«  Wright,  A.  E.,  Morgan,  W.  P.,  Colebrook,  L.,  and  Dodgson,  R.  W.,  Lancet, 
1912,  ii,  1633.  1701. 
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distilled  water;  intravenously,  dissolved  in  lo  cc.  of  physiological 
salt  solution ;  and  by  mouth,  dissolved  in  25  cc.  of  distilled  water. 
The  free  base  was  given  subcutaneously  and  intramuscularly  dis- 
solved in  from  5  to  6  cc.  of  sterile  olive  oil. 

EXPERIMENTAL. 

Our  experiments  show  that  normal  rabbits  of  approximately 
2,000  grams  tolerate  a  single  dose  of  o.i  gram  of  the  hydrochloride 
given  subcutaneously  and  0.125  gram  of  the  base  in  oil  given  in 
the  same  manner,  per  kilo  of  body  weight.  It  seems,  however,  that 
the  tolerance  of  normal  rabbits  of  greater  weight — ^3,000  grams  and 
upwards — is  less  than  this.  The  tolerance  of  normal  rabbits  of 
about  2,000  grams'  weight  for  a  single  dose  of  the  base  in  oil  when 
this  solution  is  given  intramuscularly  (into  the  erector  spinal  mass) 
is  still  lower — 0.075  gram  per  kilo  of  body  weight.  Finally,  the 
animals  are  able  to  bear,  without  showing  signs  of  toxicity,  only  a 
small  dose  of  the  hydrochloride  dissolved  in  normal  salt  solution 
given  slowly  intravenously ;  namely,  a  dose  lying  between  0.02  and 
0.05  of  a  gram  per  kilo  of  body  weight.  In  this  case  the  drug  must 
be  given  well  diluted  and  very  slowly;  for,  if  given  in  any  consider- 
able concentration,  a  reaction  between  it  and  the  blood  plasma  takes 
place  with  a  resulting  heavy  precipitate  which  causes  speedy  death. 

We  have  observed  that  the  tolerance  of  rabbits  previously  infected 
with  pneumococci  seems  to  be  somewhat  less  than  that  of  normal 
animals. 

The  drug  in  a  toxic  dosage  gives  rise  to  certain  characteristic 
symptoms  in  rabbits,  the  variety  and  intensity  of  which  depend  in 
part  on  the  dose,  in  part  on  the  route  by  which  it  is  given,  and  in 
part  on  the  location  of  the  injection.  In  order  of  severity,  in  the 
case  of  subcutaneous  or  intramuscular  injection,  the  symptoms  are  as 
follows:  quietness  of  the  animal  and  disinclination  to  eat;  halting 
movement  of  the  legs  nearest  the  side  of  injection;  spastic  and  inco 
ordinated  movements  of  the  same;  and  complete  paralysis  of  the 
extremities  nearest  the  injection  site.  Finally,  the  paralysis  may 
spread  to  the  other  limbs  and  the  animal  may  lie  on  the  floor  col- 
lapsed, and  die.  The  respirations  are  at  first  hurried  and,  with  a 
larger  dose,  later  diminish  in  rate,  and  symptoms  of  dyspnea  may 
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appear.  When  a  toxic  dose  is  given  intravenously,  the  animal 
shows  convulsive  movements,  more  or  less  severe  according  to  the 
size  of  the  dose,  and  may  finally  die  with  convulsions  and  exophthal- 
mos. The  bactericidal  action  of  the  drug  described  below  is  seen 
in  the  serum  of  animals  showing  severe  toxic  signs  as  well  as  in 
animals  which  received  a  dose  well  below  the  toxic  limit. 

Technique, — Normal  rabbits  weighing  about  2,000  grams  were 
used.  Each  rabbit  was  bled  from  the  marginal  ear  vein,  the  ear  hav- 
ing previously  been  thoroughly  cleansed  with  bichloride  of  merciuy 
and  alcohol  and  wiped  dry  with  a  sterile  sponge.  The  drug  was 
then  administered  in  the  manner  and  amount  mentioned  in  each 
protocol  below.  The  animals  were  bled  either  as  before  from  the 
marginal  ear  vein,  or  directly  from  the  heart — which  latter  may 
be  done  with  safety  many  times — at  stated  intervals  after  the  admin- 
istration of  the  drug.  The  blood  in  each  case  received  in  centri- 
fuge tubes  was,  after  the  final  bleeding,  placed  in  the  ice  chest 
until  the  following  morning,  when  the  clot  was  loosened  and  centri- 
fugalized.  3  cc.  of  serum  from  each  centrifuge  tube  were  pipetted 
oflF  the  clot  into  a  test-tube,  a  separate  pipette  being  used  in  each  case, 
and  inactivated  for  one-half  hour  at  56°  C.  in  a  water  bath.  (In  a 
few  special  cases  the  active  serum  was  used  with  the  object  of  com- 
paring the  bactericidal  power  of  such  serum  with  the  same  serum 
inactivated,  as  described  above.)  The  3  cc.  of  serum  in  each  test- 
tube  were  inoculated  with  0.5  cc.  of  a  dilution  of  an  18  hour  broth 
culture  of  a  pneumococcus  of  from  i  in  100,000  to  i  in  1,000,000. 
Stock  strains  of  pneumococci  of  Groups  I  and  II  were  used,  gener- 
ally the  latter.  The  pneumococci  having  been  thoroughly  mixed 
with  the  serum,  0.5  cc.  of  the  mixture  was  plated  in  about  10  cc.  of 
I  per  cent  glucose  agar,  which  had  been  previously  melted  and 
cooled  to  40°  C.  By  this  means  the  drug,  even  if  present  in  the 
serum  in  sufficient  concentration  to  prevent  the  growth,  or  cause 
death,  of  the  pneumococci,  was  so  diluted  in  the  plate  as  to  leave  the 
pneumococci  free  to  grow  unhindered.  The  Petri  dishes  used  were 
10  cm.  in  diameter.  The  plates  were  incubated  for  from  20  to  24 
hours,  at  37°  C,  and  at  the  end  of  this  period  the  number  of  colonies 
in  each  was  counted.  The  tubes  containing  the  inoculated  serum 
were  also  incubated  at  37°  C.  for  definite  periods,  as  stated  in  the 
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tables,  at  the  end  of  each  of  which  periods  0.5  cc.  of  the  contents 
of  each  tube  was  plated  as  before,  and  these  plates  were  incubated 
in  the  same  way.  In  this  way  we  were  enabled  to  gain  information 
on  the  bactericidal  action  on  pneumococci  of  the  serum  of  animals 
treated  with  ethylhydrocuprein  in  relation  to  the  points  already 
stated. 

Explanation  of  the  Protocols. — ^The  numerals  in  the  protocols 
represent  the  number  of  colonies  resulting  from  plating  0.5  cc.  of 
the  inoculated  serum  from  the  corresponding  test-tube  either  im- 
mediately after  the  tubes  were  inoculated,  or  after  a  definite  period 
of  incubation ;  the  figures  in  the  vertical  columns  correspond  to  the 
intervals  between  the  administration  of  the  drug  and  the  various 
bleedings  of  the  animal ;  the  figures  in  each  horizontal  row  represent 
the  number  of  colonies  per  0.5  cc.  of  serum  from  each  particular 
bleeding  after  a  definite  period  of  incubation. 

Experiments  Illustrating  the  Effects  on  Pneumococci  of  the  Serum 

of  Animals  Treated  with  Ethylhydrocuprein  Hydrochloride 

(Optochin  Hydrochloride)  Dissolved  in  Water,  Given 

Subcutaneously  (under  the  Skin  of  the  Back), 

Experiment  i. — (Table  I.)  Rabbit  98  E;  weight  1,600  gm.  Received  0.1  gm. 
of  ethylhydrocuprein  hydrochloride  per  kilo  of  body  weight,  in  5  cc.  of  distilled 
water,  subcutaneously.  No  toxic  symptoms.  Pneumococcus :  stock  strain  of 
Group  II. 

TABLE  I. 


S«rum  obtained. 

No.  of  colonies  per  0.5  cc. 

when  plated  imraediately 

after  inoculation. 

No.  of  colonies  when 

plated  after  7  hrs.' 

incubation. 

No.  of  colonies  when 

plated  after  33^  hrs.' 

incubation. 

Before  giving  drug 

ij  hrs.  after 

119 
lOS 
126 
116 

Almost  infinity 

36 
Almost  infinity 

Infinity. 
0 

A      **       **    

Infinity. 
** 

5      "       "    

Experiment  2. — (Table  II.)  Rabbit  115  D;  weight  1,900  gm.  Received  o.i 
gm.  of  ethylhydrocuprein  hydrochloride  per  kilo  of  body  weight,  in  5  cc.  of  dis- 
tilled water,  subcutaneously.  No  toxic  symptoms.  Pneumococcus:  stock  strain 
of  Group  II. 

TABLE  II. 


Serum  obtained. 

No.  of  colonies  per  0.5  cc. 
when  plated  immedi- 
ately auer  inoculation. 

No.  of  colonies  when 

plated  after  7^  hrs.' 

incubation. 

No.  of  colonies  when 

plated  after  ao  hrs.' 

incubation. 

Before  giving  drug 

li  hrs.  after  *          .... 

410 
445 
492 

Infinity 

29 

176 

Infinity. 

3 
Infinity. 

2}    *•        "     
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Experiment  3. — (Table  III.)  Rabbit  95  E;  weight  2,200  gm.  Received  o.i 
gm.  of  ethylhydrocuprein  hydrochloride  per  kilo  of  body  weight,  in  5  cc.  of  dis- 
tilled water,  subcutaneously.  No  toxic  symptoms.  Pneumococcus :  stock  strain 
of  Group  II. 

TABLE  III. 


Semm  obtained. 

No.  of  colonies  per  0.5  cc. 
when  plated  immedi- 
ately after  inoculation. 

No.  of  colonies  when 

plated  after  6^  hrs.' 

incubation. 

No.  of  colonies  when 

plated  after  ax  hrs.' 

incubation. 

Before  giving  drug 

1    hr.  after 

329 
368 

273 
316 

Almost  infinity 

46 

135 

Several  thousand 

Infinity. 
18 

2     *'      "    

146 
Infinity. 

4t   ••      "    

Experiment  4. — (Table  IV.)  Rabbit  141  D;  weight  2,130  gm.  Received  0.1 
gm.  of  ethylhydrocuprein  hydrochloride  per  kilo  of  body  weight,  in  5  cc.  of  dis- 
tilled water,  subcutaneously.  No  toxic  symptoms.  Pneumococcus:  stock  strain 
of  Group  I  rendered  highly  virulent  for  rabbits  by  passage. 


TABLE  IV. 

Serum  obtained. 

No.  of  colonies  per  0.5  cc. 
when  plated  immedi- 
ately after  inoculation. 

No.  of  colonies  when 

plated  after  6  hrs.' 

incubation. 

No.  of  colonies  when 

plated  after  22  hrs.' 

incubation. 

Before  giving  drug 

li  hrs.  after 

281 
351 
28s 
282 

297 
306 

Almost  infinity 
62 

134 

188 

S06 

Almost  infinity 

Infinity. 
0 

af    "       "    

Several  thousand. 

3I    '•       ••    

Infinity. 

4}    •'       ••    

5i  "     ••  

Experiment  5. — (Table  V.)  Rabbit  2;  weight  2,300  gm.  Received  0.2  gm. 
of  ethylhydrocuprein  hydrochloride  per  kilo  of  body  weight,  in  5  cc.  of  distilled 
-water,  subcutaneously.  Severe  toxic  appearances;  died  immediately  after  last 
bleeding.    Pneumococcus :  stock  strain  of  Group  II. 


TABLE  V. 


Semm  obtained. 


No.  of 

colonies 

per  0.5  cc. 

when  plated 

immediately 

after 
inoculation 


No.  of 

colonies 

after  2^  hrs.' 

incubation. 


No.  of 

colonies 

after  4  hrs.' 

incubation. 


No.  of 

colonies 

after  6^  hrs.' 

incubation. 


No.  of 

colonies 

af^erxo^hrs.' 

incubation. 


Before  giving  drug 

a|  hrs.  after 

7i    -       "    


456 

460 
478 


478 

382 
456 


Almost 
infinity 

245 

390 


Infinity 

35 
379 


I 
127 


Experiment  (5.— (Table  VI.)  Rabbit  3;  weight  1,700  gm.  Received  0.15  gm. 
of  ethylhydrocuprein  hydrochloride  per  kilo  of  body  weight,  in  5  cc.  of  distilled 
water,  subcutaneously.  Severe  toxic  symptoms;  died  immediately  after  last 
bleeding.    Pneumococcus:  stock  strain  of  Group  II. 
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TABLE  VI. 

Serum  obtained. 

No.  of  colonies 
per  0.5  cc.  when 
plated  immedi- 
ately after  Inoc- 
ulation. 

No.  of  colonies 
after  3  hn.' 
incubation. 

No.  oi  colonies 
after  5  hrs.' 
incubaUon. 

No.  of  colonies 

after  11  hrs.' 

incubation. 

No.  of  colonies 
after  24  hr&.' 
incubation. 

Before  giving 
drug 

187 
194 
187 
192 

188 
127 
175 
181 

Almost 

infinity 

64 

123 

213 

Infinity 

0 

56 

Several 

thousand 

Infinity. 

0 

46 

Infinity. 

ij  hrs.  after 

2}    "       '*    

Comment  on  Experiments  i  to  6,  Inclusive. — A  study  of  the  fig- 
ures shown  in  the  protocols  of  these  experiments  reveals  certain 
facts.  The  serum  of  animals  given  a  suitable  dose  {e,  g.,  o.i  gram 
per  kilo  of  body  weight)  of  ethylhydrocuprein  hydrochloride  subcu- 
taneously  has  a  strongly  bactericidal  action  in  vitro  on  the  pneumo- 
cocci,  these  microorganisms  growing  freely  in  normal  rabbit  serum. 
This  property  is  possessed  by  serum  obtained  as  early  as  one  hour 
after  the  administration  of  the  drug — in  fact,  it  is  at  its  maximum 
about  this  time,  or  a  little  later;  having  attained  a  maximum  potency 
the  bacteriolytic  effect  gradually  falls  off,  and,  in  the  case  of  a  dose 
of  O.I  gram  per  kilo  of  body  weight  (a  dose  well  tolerated),  it 
passes  into  an  inhibitory  effect  on  the  growth  of  the  pneumococci 
within  from  2 J  to  3  hours  after  the  animal  received  the  drug;  the 
inhibitory  effect  seems  to  restrain  the  free  growth  of  the  microorgan- 
isms for  some  hours,  after  which  this  action  seems  to  be  overcome ; 
this  inhibitory  effect  on  growth,  in  its  turn,  disappears  about  5  hours 
after  the  drug  has  been  given.  Further,  the  killing  off  of  the  pneu- 
mococci in  the  serum  of  animals  treated  with  the  drug  is  a  gradual 
process,  lasting  several  hours,  according  to  the  dosage  of  the  drug 
and  the  amount  of  inoculation,  etc.  The  same  effects  are  to  be  seen 
in  the  serum  of  animals  which  have  received  a  toxic  dose  of  the 
drug,  except  that  the  duration  of  these  actions  is  longer,  and,  per- 
haps, more  powerful. 
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Experiments  Illustrating  the  Effects  on  Pneumococci  of  the  Serum 

of  Animals  Treated  with  the  Free  Base  Ethylhydrocuprein 

(Optochin  Base)  Dissolved  in  Sterile  Olive  Oil,  Given 

Subcutaneously  (under  the  Skin  of  the  Back). 

Experiment  7. — (Table  VII.)  Rabbit  142  D;  weight  2,200  gm.  Received 
0.075  g*n-  of  ethylhydrocuprein  base  per  kilo  of  body  weight,  in  6  cc  of  olive  oil, 
subcutaneously.  No  toxic  symptoms.  Pneumococcus :  stock  strain  of  Group  I 
rendered  highly  virulent  for  rabbits  by  passage. 


TABLE  VII. 


Serum  obtained. 

No.  of  colonies  per  0.5  cc 
when  plated  immedi- 
ately after  inoculation. 

No.  of  colonies  after 
4  hrs.'  incubation. 

No.  of  colonies  after 
22  hrs.'  incubation. 

Before  giving  drug 

li  hrs.  after 

301 
305 
290 
297 
351 
358 

Almost  infinity 
116 
227 
189 
408 
Several  thousand 

Infinity. 
0 

2i    "       •*    

Almost  infinity. 

3§    ••       '*    

4§    •*       •'    

Infinity. 

5      •'       •'    

Experiment  5.— (Table  VIII.)  Rabbit  91  E;  weight  2,200  gm.  Received  o.i 
gm.  of  ethylhydrocuprein  base  per  kilo  of  body  weight,  in  6  cc  of  olive  oil,  sub- 
<nitaneously.    No  toxic  symptoms.    Pneumococcus :  stock  strain  of  Group  II. 

TABLE  VIII. 


Serum  obtained. 

No.  of  colonies  per  o.j  cc. 
when  plated  imme<u- 
ately  after  inoculation. 

No.  of  colonies  after 
4  hrs.'  incubation. 

No.  of  colonies  after 
aa  hrs.'  incubation. 

Serum 
inactivated. 

Serum  not 
inactivated. 

Serum 
inactivated. 

Serum  not 
inactivated. 

Serum 
inactivated. 

Serum  not 
inactivated. 

Before  giving  drug 

I    hr.  after 

321 

342 
382 
30s 

292 
350 
323 

Almost 

infinity 

94 

158 

207 

74 
162 

257 

Infinity 

I 

98 

Several 

thousand 

0 

ai   ••      "    

37 
Almost 

J "  -  .......::: 

infinity. 

Experiment  p.— (Table  IX.)  Rabbit  105  D;  weight  1,750  gm.  Received  0.1 
gm.  of  ethylhydrocuprein  base  per  kilo  of  body  weight,  in  6  cc.  of  olive  oil,  sub- 
cutaneously.   No  toxic  symptoms.    Pneumococcus:  stock  strain  of  Group  I. 
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TABLE  IX. 


Serum  obtained. 

No  of  colonies  per 

0.5  cc.  when  plated 

immediately  after 

inoculation. 

No.  of  colonies 
after  3  hrs.' 
incubation. 

No.  of  colonies 
after  7^  hrs.' 
incubation. 

No.  of  colonies 
after  ao  hrs-' 
incubation. 

Before  giving  drug. . . 
2    hrs.  after 

573 
349 
402 
400 
410 

Several  thousand 
200 
224 
270 
238 

Infinity 

41 

76 
123 
138 

0 

3 

17 

8 

Experiment  10. — (Table  X.)  Rabbit  io6  D;  weight  1,700  gin.  Received  o.i 
gm.  of  ethylhydrocuprein  base  per  kilo  of  body  weight,  in  6  cc.  of  olive  oil,  sub- 
cutaneously.    No  toxic  symptoms.    Pneumococcus :  stock  strain  of  Group  I. 

TABLE  X. 


Serum  obtained. 

No.  of  colonies  per 

0.5  cc.  when  plated 

immediately  after 

inoculation. 

No.  of  colonies 
after  3  hrs.' 
incubation. 

No.  of  colonies 

after  7J  hrs.' 

incuMtion. 

No.  of  colonies 
after  ao  hrs. ' 
incubadon. 

Before  giving  drug. . . 

2  hrs.  after 

3  •*       "    

4i  "     ••   

5i    "       ••     

397 
330 
338 
358 
374 

Several  thousand 
197 
229 
298 
460 

Infinity 

59 

125 

190 

0 

14 

552* 

*  Macroscopically  there  appeared  to  be  no  growth  in  the  corresponding  tube. 

Experiment  Ji. —  (Table  XI.)  Rabbit  104  D;  weight  1,650  gm.  Received 
0.125  gm.  of  ethylhydrocuprein  base  per  kilo  of  body  weight,  in  6  cc  of  olive  oil, 
subcutaneously.  Animal  showed  a  tendency  to  lie  quiet  for  some  hours  after 
the  injection.    Pneumococcus :  stock  strain  of  Group  I. 


TABLE  XI. 


Serum  obtained. 

No.  of  colonies 

per  0.5  cc. 

when  plated  im- 

mediatelv  after 

inoculation. 

No.  of  colonies 
after  3  hrs.'  incuba- 
tion. 

No.  of  colonies 

after  7J  hrs.'  incuba- 

Uon, 

No.  of  colonies 
after  ao  hrs.'  incuba- 
tion. 

Before  giving  drug. . . 

2    hrs.  after 

3i    "       -    

4i    ••       "     

594 
520 
419 
368 

Several  thousand 
149 
159 
256 

Infinity 
SI 
107 
1,200 

Infinity. 

0 

0 
Infinity. 

Experiment  j^.— (Table  XII.)  Rabbit  loi  D;  weight  1,720  gm.  Received 
0.15  gm.  of  ethylhydrocuprein  base  per  kilo  of  body  weight,  in  6  cc.  of  olive  oil, 
subcutaneously.  Animal  apparently  well  up  to  6  hours  after  injection;  died 
during  the  last  bleeding.    Pneumococcus :  stock  strain  of  Group  II. 
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Serum  obtained. 

No.  of  colonies 

per  0.5    c. 
when  plated  im- 

mediatel>  after 
inoculation. 

No.  of  colonies 
after  sk  ^i^*'  incuba- 
tion. 

No.  of  colon  es 
after  8^  hrs.'  incuba- 
tion. 

No.  of  colonies 
after  as  hrs."  incuba- 
tion. 

Before  giving 
2    hrs.  after. 

drug. . . 

976 
1,100 

1.328 

I.I52 
1.284 

Almost  infinity 

180 

386 

403 

Several  thousand 

Infinity 
57 

292 

283 
Infinity 

Infinity. 
0 

3J    ••       ••     

0 

c      **        **     

Almost  infinity. 
Infinity. 

6      "       *•     

Experiment  13, — (Table  XIII.)  Rabbit  102  D;  weight  1,770  gm.  Received 
0.15  gm.  of  ethylhydrocuprein  base  per  kilo  of  body  weight,  in  6  cc.  of  olive  oil, 
subcutaneously.    No  toxic  sjnnptoms.    Pneumococcus :  stock  strain  of  Group  II. 

TABLE  XIII. 


Serum  obtained. 

No.  of  colonies 

per  0.5  cc. 
when  plated  im- 
mediately after 
inoculation. 

No.  of  colonies 
after  5^  hrs.' 
incubation. 

No.  of  colonies 
after  8^  hrs.' 
incubation. 

No.  of  colonies 
after  25  hrs.' 
incubation. 

Before  giving  drug. . . 

2    hrs.  after 

3§    ••       "    

5      "       "    

1,176 

1.232 

958 

I.152 

Infinity 
452 
339 
500 

Infinity 
224 
169 
441 

Infinity. 

10 

Infinity. 

Almost  infinity. 

Experiment  J^.— (Table  XIV.)  Rabbit  121  F;  weight  2,050  gm.  Received 
0.15  gm.  of  ethylhydrocuprein  base  per  kilo  of  body  weight,  in  6  cc.  of  olive  oil, 
subcutaneously.    No  toxic  symptoms.    Pneumococcus :  stock  strain  of  Group  II. 


TABLE  XIV. 


Serum  obtained. 

No.  of  colonies  per  0.5  cc. 
when  plated  immedi- 
ately after  inoculation. 

No.  of  colonies  after 
5i  hrs.'  incubation. 

No.  of  colonies  after 
93  hrs.'  incubation. 

Before  giving  drug 

2  hrs.  after 

68 
58 
64 
59 
43 

Almost  infinity 

0 

0 

7 

18 

Infinity. 
0 

■a    "       **    

0 

4    **       *'    

0 

5    "       "    

0 

Comment  on  Experiments  7  to  14,  Inclusive, — ^These  protocols, 
like  those  of  Experiments  i  to  6,  show  that  the  serum  of  animals 
given  subcutaneously  a  suitable  dose  of  ethylhydrocuprein  base  (op- 
tochin  base)  dissolved  in  olive  oil  has  a  strongly  bactericidal  action 
in  vitro  on  the  pneumococci,  that  this  property  is  possessed  by  serum 
obtained  as  early  as  i  hour  after  the  administration  of  the  drug,  and 
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that  having  attained  a  maximum  potency  the  bacteriologic  effect 
gradually  falls  off.  In  the  case  of  a  dose  of  o.i  gram  per  kilo  of 
body  weight  (a  dose  well  tolerated),  the  bactericidal  action  passes 
into  an  inhibitory  effect  on  the  growth  of  the  pneumococci  in  about 
four  hours  after  the  animal  received  the  drug;  here  again,  the  inhibi- 
tory effect  seems  to  restrain  the  free  growth  of  the  microorganism 
for  some  hours,  after  which  this  action  seems  to  be  overcome.  The 
inhibitory  effect,  in  its  turn,  ultimately  disappears.  As  before, 
the  protocols  show  that  the  killing  off  of  the  pneumococci  in  the 
serum  of  the  treated  animals  is  a  gradual  process.  The  effects  are 
more  lasting  than  when  the  hydrochloride  in  water  is  given  by  the 
same  route. 

Experiments  Showing  the  Effects  on  Pneumococci  of  the  Serum  of 

Animals  Treated  with  Ethylhydrocuprein  Hydrochloride 

Dissolved  in  lo  Cc.  of  Normal  Saline  Solution  and 

Given  Slowly  Intravenously, 

Experiment  15.— (Table  XV.)  Rabbit  9;  weight  2,000  gm.  Received  0.02 
gm.  of  ethylhydrocuprein  hydrochloride  per  kilo  of  body  weight,  in  10  cc  of 
normal  saline,  slowly,  intravenously. 

Slight  convulsions  toward  end  of  injection;  immediately  after  injection  the 
animal  lay  stretched  out  on  floor  and  apparently  could  not  rise.  Complete  re- 
covery in  a  few  minutes.    Pneumococcus :  stock  strain  of  Group  II. 


Scrum  obtained. 


TABLE  XV. 


No.  of  colonies  per  0.5  cc. 
when  plated  immedi- 
ately  after  inoculation. 


No.  of  colonies  after 
7  hrs.'  incubation. 


No.  of  colonies  after 
18  hrs.'  incubation. 


Before  giving  drug | 

5    min.  after 

i|  hrs.      "     i 


405 
426 
360 


Infinity 

533 
Infinity 


Infinity. 
About  2.000. 
Infinity. 


Experiment  i6. —  (Table  XVI.)  Rabbit  lo;  weight  2,700  gm.  Received  0.07S 
gm.  of  ethylhydrocuprein  hydrochloride  per  kilo  of  body  weight,  in  10  cc  of 
normal  saline,  slowly,  intravenously. 

Convulsions  and  exophthalmos  toward  the  end  of  the  injection;  immediately 
after  injection  the  animal  lay  on  floor  and  seemed  collapsed;  twitching  of  legs. 
Recovered  in  a  few  minutes.     Pneumococcus :  stock  strain  of  Group  II. 
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TABLE  XVL 


Serum  obtained. 

No.  of  colonies  per 

0.5  cc.  when  plated 

immediately  after 

inocuiauon. 

No.  of  colonies 
after  3 J  hrs.' 
incubation. 

No.  of  colonies 
after  7  hrs.' 
incubation. 

No.  of  colonies 
after  30  hrs.' 
incubation. 

Before  giving  drug. . . 

5    min.  after 

li  hrs.      •'    

4i   "       "    

304 
329 
340 
350 

249 
23i 
3IS 
292 

Infinity 

87 

Infinity 

Infinity. 
10 

The  serum  of  rabbits  which  had  been  given  intravenously  doses  of  the  hydro- 
chloride smaller  than  those  given  to  Rabbits  9  and  10  showed  no  bactericidal  or 
inhibitory  effect  on  the  pneumococci.  An  animal  given  0.05  gm.  per  kilo  of  body 
weight  intravenously  died  immediately  after  the  injection  with  convulsions. 

Comment  on  Experiments  15  and  16. — The  serum  of  rabbits 
given  a  non-fatal  dose  of  hydrochloride  of  the  drug  intravenously 
does  not  show  such  a  strong  or  prolonged  effect  on  pneumococci  as 
when  the  drug  is  given  subcutaneously.  When  given  intravenously, 
toxic  signs  are  more  easily  obtained  than  when  other  routes  are 
used. 

Experiments  Showing  the  Effects  on  Pneumococci  of  the  Serum  of 

Animals  Treated  with  Ethylhydrocuprein  Base  {Optochin 

Base),  Dissolved  in  Olive  Oil,  and  Given 

Intramuscularly. 

Experiment  17. — (Table  XVII.)  Rabbit  120  D;  weight  1,620  gm.  Received 
0.075  &^-  oi  ethylhydrocuprein  base  per  kilo  of  body  weight,  in  6  cc  of  olive  oil, 
intramuscularly.    No  toxic  symptoms.    Pneumococcus :  stock  strain  of  Group  II. 

TABLE  XVII. 


Serum  obtained. 

No.  of  colonies  per 

0.5  cc.  when  plated 

immediately  after 

inoculation. 

No .  of  colonies  alter 
xo  hrs.'  incubation. 

No.  of  colonies  after 
33  hrs.  incubation. 

Before  giving  drug 

i\  hrs.  after 

61 
60 
71 

Infinity                       Infinity. 
142 

3J    ••       "    

Almost  infinitv      1                   ** 

4J    '*       "    

77                              Infinity            |                  " 

4f    "       "     

73 

Experiment  /<?.— (Table  XVIII.)  Rabbit  121  D;  weight  1,850  gm.  Received 
0.075  fi^-  oi  ethylhydrocuprein  base  per  kilo  of  body  weight,  in  6  cc.  of  olive  oil 
intramuscularly.    No  toxic  symptoms.    Pneumococcus :  stock  strain  of  Group  II. 
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TABLE  XVIII. 


Serum  obtained. 

No.  of  colonies  per  o.k  cc. 
when  plated  immedi- 
ately alter  inoculation. 

No.  of  colonies  after 
xo  hrs.'  incubation. 

No.  of  colonies  after 
i»2  hrs.'  incubation. 

Before  giving  drug 

I J  hrs.  after 

74 
64 

91        • 
91 
89 

Infinity 

IS 

Several  thousand 

Almost  infinity 

Infinity 

Infinity. 

2 

•ai    •'       *•    

Infinity. 

4J    "       *'    

5      *•       ••    

<• 

Experiment  /p.— (Table  XIX.)  Rabbit  169  D;  weight  2,000  gm.  Received 
0.1  gm.  of  ethylhydrocuprein  base  per  kilo  of  body  weight,  in  6  cc  of  olive  oil, 
intramuscularly.  Distinct  toxic  symptoms  within  2  hours  after  administration 
of  drug.    Recovered  next  day.    Pneumococcus :  stock  strain  of  Group  II. 

TABLE  XIX. 


Serum  obtained. 

No.  of  colonies  per  0.5  cc. 
when  plated  immedi- 
ately aftei  inoculation. 

No.  of  colonies  after 
4^  hrs.'  incubation. 

No.  of  colonies  after 
3Z  his.'  incubation. 

Before  giving  drug 

ih  hrs.  after 

I.0I2 
984 
952 

I.OIO 

Almost  infinity 

124 

413 

Several  thousand 

I 

2J    '•       '*    

Infinity. 

J  ••  " :::::::::::: 

n 

Comment  on  Experiments  17  to  19,  Inclusive. — These  experi- 
ments, illustrating  the  results  of  giving  the  base  of  the  drug  dis- 
solved in  oil  intramuscularly,  show  that  the  drug  is  more  toxic  when 
given  by  this  route  than  when  given  subcutaneously  in  the  same 
vehicle  and  that  the  bactericidal  effect  on  the  pneumococci  is  not  so 
prolonged,  and  probably  not  so  intense,  as  when  the  subcutaneous 
route  is  used. 

In  addition  to  the  experiments  mentioned  above,  we  have  studied 
the  bactericidal  action  of  the  serum  of  rabbits  into  the  stomachs  of 
which  the  hydrochloride  of  the  drug,  dissolved  in  25  cc.  of  distilled 
water,  was  introduced  by  means  of  a  stomach  tube ;  the  tolerance  is 
greatest  by  this  route,  but  the  bactericidal  effects  are  slight  or  absent; 
even  by  giving  doses  as  large  as  0.3  to  0.4  gram  per  kilo  of  body 
weight  to  rabbits  of  2,000  grams'  weight,  and  otherwise  using  the 
same  technique  as  described  above,  we  have  not  been  able  to  demon- 
strate any  bactericidal  action  of  the  serum  of  these  animals  on  pneu- 
mococci within  a  period  of  from  2i  to  6  hours  after  administration 
of  the  drug,  and  only  a  slight  inhibitory  effect  on  their  growth. 
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In  order  to  gain  some  idea  of  the  bactericidal  action  on  pneumo- 
cocci  of  the  serum  of  man  treated  with  the  drug  the  experiments 
immediately  to  be  described  were  carried  out.  The  technique  was 
the  same  as  that  described  above. 

Experiment  20, — (Table  XX.)  Normal  man,  M. ;  weight  50.8  kilos.  Received, 
per  OS,  in  capsules,  0.5  gm.  of  ethylhydrocuprein  hydrochloride.  No  toxic  signs 
or  symptoms.    Pneumococcus :  stock  strain  of  Group  II. 


TABLE  XX. 


Seram  obtained. 

No.  of 
colonies  per 
0.5  cc.  when 

plated 
immediately 

after 
inoculation. 

No.  of  colonies 
after  a^  hrs.' 
incubation. 

No.  of  colonies 
after  8  hrs  ' 
Incubation. 

No.  of  colonies 
after  13  hrs.' 
incubation. 

No.  of  colonies 
after  21  hrs.' 
incubation. 

Before  giving  drug .  . 
I  hr.  after 

395 

458 
560 

374 

3.000 
(approxi- 
mately) 
382 

311 
400 

Infinity 

391 
337 

Several 
thousand 

Infinity 

1. 500 

3.000 
(approxi- 
mately) 
Almost 
infinity 

Several 

2   **      •*    

thousand. 
Several 

c    "      "    

thousand. 
Almost 

infinity. 

Experiment  21. — ( Table  XXI. )  Normal  man,  A ;  weight  68.96  kilos.  Received 
per  OS,  in  capsules,  0.5  gm.  of  ethylhydrocuprein  hydrochloride.  No  toxic  signs 
or  symptoms.    Pneumococcus:  stock  strain  of  Group  II. 


TABLE  XXI. 


Serum  obtained. 


No.  of  colonies 
per  0.5  cc,  when  L-       ... 
plated  imme-     No- <>»  colonies  after 
diately  after      4|  hrs.'  incubation, 
inoculstion. 


No.  of  colonies  after  No.  of  colonies  after 
9t  hrs.'  incubation,     si  hrs.'  incubation. 


Before  giving  drug. . . 
xA  hrt.  after 

^t  ;;   ;; 

si  


517 
560 
521 
SI8 


Almost  infinity 
540 
230 
483 


Infinity 
Almost  infinity 

235 
Several  thousand 


Infinity. 

Almost  infinity. 
Infinity. 


Experiment  ^^.— (Table  XXII.)  Man,  B. ;  weight  52  kilos.  Received  0.5  gm. 
of  ethylh)rdrocuprein  hydrochloride  dissolved  in  5.0  cc  of  sterile  redistilled 
water,  subcutaneously,  in  left  flank.  Next  day  complained  of  pains  in  legs,  had 
a  slight  rise  of  temperature,  and  the  area  around  the  injection  site  was  hyperc- 
mic  and  showed  a  slight  superficial  edema.  Pneumococcus:  stock  strain  of 
Grotq>  II. 
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TABLE  XXII. 


Serum  obtained. 

No.  of  colonies 
per  0.5  cc.  when 

plated  imme- 
diately after  inoc- 
ulation. 

No.  of  colonies 
after  3  hrs.' 
inculMition. 

No.  of  colonies 
after  8§  hrs.' 
incubation. 

No.  of  colonies 
after  ax  hrs.' 
incubation. 

Serum 
inacti- 
vated. 

Serum 
not  in- 
acti- 
vated. 

Serum 
inacti- 
vated. 

Serum 
not  in- 
aai- 
vated. 

Serum 
inactivated. 

Serum 
not  in- 
acti- 
vated. 

Serum 
inactivated. 

Scrum 
DOC  in- 
acti- 
vated. 

Before  giving  drug. . . . 
I    hr.  after 

76 
68 

65 
61 
56 

112 
54 
52 
68 
59 

1,300 
25 
29 
38 

24 

2,000 
40 
27 
37 

31 

Almost 

infinity 

34 

22 

153 
713 

In- 
finity 
19 

140 
467 
431 

Infinity 

Almost 
infinity 
Infinity 

In- 
finity. 
In- 

2     "       "     

finity. 
In- 

3    "      "    

finity. 
In- 

4|   •'       "     

finity. 
In- 

finity. 

Experiment  23. — (Table  XXIII.)  Woman,  S.;  weight  51  kilos.  Received  0.5 
gm.  of  ethylhydrocuprein  hydrochloride  dissolved  in  5  cc.  of  sterile  redistilled 
water,  subcutaneously,  in  abdominal  wall.  Next  day  the  patient  complained  of 
general  malaise  and  headache,  had  a  slight  rise  of  temperature,  and  had  a  painful 
hyper emic  area  of  infiltration  and  edema  about  3  inches  in  diameter  around  the 
injection  site  which  disappeared  in  a  few  days.  Pneumococcus :  stock  strain  of 
Group  II. 

TABLE  XXIII. 


Serum  obtained. 

No.  of  colonies 

per  0.5  cc. 
when  plated  im- 
mediately after 
inoculation. 

No.  of  colonies 
after  3  hrs.* 
incubation. 

No.  of  colonies  after 
8|  hrs.'  incubation. 

No.  of  colonies 
after  21  hrs.' 
incubation. 

Before  giving  drug 

I    hr.  after 

60             1             51 
56                          35 
74                       '^ 

Almost  infinity 

1.320 

439 

Infinity. 

2i     ••         "      

•< 

Comment  on  Experiments  20  to  2^,  Inclusive, — The  figures  show 
that  the  serum  of  a  man  to  whom  had  been  given  a  single  dose  of 
0.5  gram  of  the  hydrochloride  of  the  drug  either  by  the  mouth  or 
subcutaneously,  has  a  decided  inhibitory  effect  on  the  growth  of  the 
pneumococcus  lasting  for  several  hours,  after  which  this  action  seems 
to  be  overcome,  and  has  a  bactericidal  action  which  is  much  less 
strong  than  that  shown  in  the  protocols  of  the  animal  experiments 
described  above.  Similar  effects  are  seen  whether  the  drug  be  ad- 
ministered subcutaneously  or  by  mouth.     The  employment  of  the 
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former  method,  however,  subjects  the  patient  to  considerable  dis-. 
comfort. 

The  serum  of  a  normal  man  to  whom  1.8  grams  of  the  hydrochlo- 
ride of  the  drug  were  given  by  the  mouth  in  24  hours,  that  is,  in  four 
doses  of  0.45  gram  each  given  at  regular  intervals,  showed  a  cumu- 
lative effect;  namely,  the  bactericidal  action  was  much  stronger  2^ 
hours  after  the  last,  than  at  a  similar  period  after  the  first,  dose. 

DISCUSSION   OF   RESULTS. 

In  serum,  the  pneumococci  show  a  tendency  to  form  short  chains 
composed  of  from  two  to  four  diploid  forms.  The  figures  in  the 
foregoing  protocols  consequently  must  be  regarded,  not  as  giving  the 
total  number  of  pneumococd  per  0.5  cc.  of  the  inoculated  serum,  but 
as  an  index  to  that  number.  The  figures,  in  other  words,  are  relative, 
not  absolute,  but  the  conclusions  drawn  with  regard  to  the  bacteri- 
cidal action  of  ethylhydrocuprein  are  perfectly  valid,  for  the  growth 
in  normal  serum  serves  as  a  control.  Moreover,  we  have  cumulative 
evidence  of  this  bactericidal  action  of  the  drug  in  the  fact  that  the 
progressive  diminution  in  the  number  of  pneumococci  is  seen  in  a 
considerable  number  of  different  experiments.  Again,  this  progress- 
ive diminution  frequently  goes  to  the  point  of  complete  disappear- 
ance of  living  pneumococci  in  a  few  hours. 

The  protocols,  therefore,  set  forth  above  show  that  the  serum  of 
rabbits  treated  with  ethylhydrocuprein  exerts  a  bactericidal  action  on 
the  pneumococci  in  the  test-tube,  and  later  inhibits  their  growth. 
The  intensity  and  the  time  of  appearance  and  disappearance  of  these 
actions  depend  on  the  dosage,  upon  the  route  by  which  the  drug  is 
given,  and  on  the  method  of  administration.  With  the  dosage  used 
in  the  experiments  above  described,  these  effects  last  longest  when 
the  base  is  given  in  oil  subcutaneously ;  they  are  not  quite  so  lasting 
when  the  hydrochloride  is  given  in  water,  subcutaneously;  and  are 
still  less  lasting  when  the  base  is  given  in  oil,  intramuscularly.  To 
obtain  bactericidal  effects  in  rabbits  by  giving  the  hydrochloride 
dissolved  in  physiological  saline  intravenously,  one  must  give  toxic 
doses  dangerous  to  the  life  of  the  animal.  The  giving  of  the  hydro- 
chloride directly  into  the  stomach  of  rabbits  does  not  seem  to  be 
efficient  from  the  point  of  view  of  a  resulting  bactericidal  action  of 
the  serum  on  the  pneumococci. 
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It  was  thought  that  a  possible  explanation  of  the  progressive  de- 
crease in  the  number  of  colonies  in  those  tubes  in  which  this  was 
demonstrated  might  be  an  agglutinative  effect  of  the  drug  on  the 
pneumococci.  We  have  frequently  examined  the  contents  of  the 
tubes  microscopically,  macroscopically,  and  by  cultural  methods  for 
sterility  (the  latter  in  the  cases  in  which  the  plates  showed  no 
colonies),  and  we  have  never  found  any  evidences  of  agglutination. 

It  will  be  noticed  in  the  protocols  of  several  experiments  that,  in 
the  case  of  serum  obtained  when,  apparently,  the  optochin  concentra- 
tion in  the  blood  is  diminishing,  the  number  of  colonies  in  the  incu- 
bated tubes  at  first  shows  a  progressive  decrease  (the  number  in 
the  control  normal  serum,  obtained  before  giving  the  drug,  show- 
ing, at  the  same  time,  a  progressive  increase) ;  but,  that,  later,  after 
a  few  hours'  incubation,  the  pneumococci  progressively  increase, 
until  they  become  too  numerous  to  count  in  the  plates.  This  phe- 
nomenon is  more  apparent  in  tubes  lightly  inoculated  than  in  tubes 
more  heavily  inoculated  with  pneumococci.  Evidently,  if  the  op- 
tochin concentration  in  the  serum  falls  below  a  certain  point  in  re- 
lation to  the  number  of  pneumococci  present,  the  pneumococci  which 
survive  the  bactericidal  action  may,  after  a  few  hours  in  contact 
with  the  drug  in  the  incubator,  acquire  the  property  of  overcoming 
this  action  of  the  drug  and,  therefore,  grow  fre^y.  It  would  be  in- 
teresting to  investigate  this  property,  so  rapidly  acquired,  from 
the  point  of  view  of  fastness.  It  is  not  due  to  a  destruction  of  the 
bactericidal  action  of  the  serum  caused  by  simple  incubation,  be- 
cause serum  incubated  for  24  hours,  and  then  inoculated  and  studied 
as  above  described,  shows  the  same  intensity  of  bactericidal  action 
on  pneumococci  as  samples  of  the  same  serum  not  previously  sub- 
jected to  incubation  before  inoculation.  This  overcoming  of  the 
action  of  the  drug  seems  to  be  an  entirely  new,  and,  relatively, 
quickly  acquired  property  of  the  pneumococci  themselves. 

It  does  not  seem  that  there  is  any  considerable  difference  in  the 
bacteriolytic  or  inhibitory  effects  of  serum  obtained  after  adminis- 
tration of  the  drug  whether  such  serum  be  used  after  having  been 
inactivated  for  J4  hour  at  56°  C,  or  active. 
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CONCLUSIONS. 

1.  The  serum  of  rabbits  which  have  been  previously  treated  with 
a  single  dose  of  ethylhydrocuprein  (optochin)  exerts  a  bactericidal 
action  on,  and,  later,  inhibits  the  growth  of  pneumococci  in  the  test- 
tube. 

2.  These  actions  are  most  evident  in  the  serum  of  rabbits  when 
the  base  (optochin  base)  is  given  in  oil  subcutaneously ;  somewhat 
less  when  the  hydrochloride  of  the  drug  is  given  in  water  subcu- 
taneously ;  slight  when  the  base  is  given  in  oil  intramuscularly ;  and 
least  evident,  or  absent,  when  the  hydrochloride  in  water  is  intro- 
duced directly  into  the  stomach.  To  get  these  effects  by  the  in- 
travenous route,  toxic  doses  must  be  given,  and,  even  with  toxic  non- 
fatal doses,  the  effects  do  not  last  long. 

3.  In  the  case  of  the  base  given  in  oil  subcutaneously  to  rabbits  in 
a  dosage  of  o.i  gram  per  kilo  of  body  weight,  the  bactericidal  action 
of  the  serum  is  at  its  maximum  about  one  hour  after  administration, 
and  it  passes  into  an  inhibitory  effect  about  four  hours  after  the 
drug  has  been  given. 

4.  In  man  the  same  inhibitory  and  bactericidal  actions  of  the 
serum  are  present  when  a  single  dose  of  0.5  gram  of  the  hydro- 
chloride of  the  drug  is  given  by  the  mouth  or  subcutaneously,  but 
the  bactericidal  action  is  not  so  marked  as  in  rabbits. 

5.  When  the  optochin  concentration  in  the  serum  has,  apparently, 
diminished  to  a  certain  point  in  relation  to  the  nimiber  of  pneumo- 
cocci present,  the  pneumococci  which  have  survived  the  bactericidal 
action  for  a  few  hours  acquire  the  power  of  growing  freely. 
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THE  SERUM  FERMENTS  AND  ANTIFERMENT 
DURING  PNEUMONIA. 

Studies  on  Ferment  Action.    XXIV. 

By  JAMES  W.  JOBLING,  M.D.,  WILLIAM  PETERSEN,  M.D.,  and 
A.  A.  EGGSTEIN,  M.D. 

XFrom  the  Department  of  Pathology,  Medical  Department,  Vanderbilt  Univer- 
sity, Nashville.) 

(Received  for  publication,  May  15,  191 5.) 

Dur  knowledge  concerning  the  factors  that  induce  the  crisis  in 
pneumonia  is  still  unsatisfactory,  despite  the  innumerable  attempts 
which  have  been  made  in  the  endeavor  to  advance  our  understanding 
of  the  processes  by  various  immunological  methods  of  investigation. 
There  have  been  demonstrated  only  slight  changes  in  the  serum 
complement  and  serum  antibodies  before  or  after  crisis;  the  opsonic 
and  leucocyte  activity,  while  increased,  shows  no  striking  difference; 
the  infecting  organism  may  show  no  change  in  its  virulence  or  its 
resistance  (Rosenow)  ;  and  yet  in  a  period  of  a  few  hours  a  phenom- 
enon occurs,  which  in  its  sharp  demarcation  more  nearly  resembles 
a  chemical  reaction  in  vitro  than  a  biological  process  in  vivo.  In  so 
far  as  we  may  consider  the  involved  tissue  as  being  isolated  from 
the  general  circulation,  as  Kline  and  Winternitz  ( i )  have  recently 
pointed  out,  the  process  must  of  necessity  be  largely  local  in  its 
origin  and  effect.  Recovery  is  coincident  with  the  destruction  not 
only  of  bacteria,  but  also  with  the  removal  of  the  great  mass  of 
fibrinous  and  cellular  detritus.  It  is,  therefore,  in  all  of  its  essentials 
an  autolytic  process,  and  our  hope  of  therapeutic  results  must  be 
based  not  only  dn  the  idea  of  overcoming  the  infecting  organism  but 
also  of  favorably  influencing  the  autolytic  changes.  The  isola- 
tion of  the  lung  tissue  from  the  general  circulation  favors  autoly- 
sis, for  if  the  tissue  were  freely  supplied  with  blood  serum,  with 
its  great  concentration  of  anti  ferment,  no  autolysis  could  take  place. 
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Inception  of  Autolysis. 

In  a  general  way  we  can  consider  the  factors  that  influence  the 
inception  of  autolysis  as  depending  on  a  balance  between  the  amount 
of  ferment,  on  the  one  hand,  and  the  inhibiting  elements,  on  the 
other,  both  of  which  are  variables  and  subject  to  changes  either 
through  chemical  or  physical  alteration.  With  the  disintegration  of 
the  accumulated  polymorphonuclear  leucocytes,  a  large  amount  of 
a  powerful  polyvalent  ferment  is  liberated,  capable  of  dissolving  the 
fibrin  and  cellular  debris.  This  ferment  is  not  active  in  the  presence 
of  blood  serum  because  of  the  excess  of  antiferment.  This  inhibit- 
ing factor  can  be  influenced  either  by  a  change  in  dispersion, 
whereby  the  unsaturated  lipoids  are  rendered  less  disperse,  i.  e,, 
when  the  reaction  becomes  acid  (Opie  (2)  )  ;  by  an  increased  oxida- 
tion, as,  for  example,  by  iodine  (3),  whereby  the  unsaturated  bonds 
of  the  anti  ferment  are  reduced  and  the  antitryptic  activity  is  lessened; 
by  an  increased  metabolic  demand  on  the  lipoids,  as,  for  instance, 
during  starvation,  when  a  marked  fall  in  antiferment  occurs  (4)  ; 
and  by  a  saturation  with  an  excess  of  ferment.  During  the  course 
of  the  pneumonia  the  leucocytes  are  undergoing  disintegration  with 
a  resulting  liberation  of  ferment.  The  blood  serum,  on  the  other 
hand,  is  subject  to  various  of  the  above  mentioned  factors  which 
tend  to  lower  the  antiferment  power  (after  the  original  toxic  rise 
has  occurred).  We  should  therefore  expect  that  at  some  moment 
the  balance  would  be  destroyed  and  autolysis  actively  commence. 
Almagia  ( 5 )  has  recently  studied  this  relation  and  has  called  atten- 
tion to  the  coincidence  of  evidences  of  autolysis  with  the  crisis. 
He  considers  the  very  production  of  an  autolyzing  fluid  as  the  factor 
which  inhibits  the  further  multiplication  of  the  pneumococci,  for  he 
found  that  the  growth  of  pneumococci  was  completely  inhibited  by 
autolyzing  fibrin.  We  can  thus  readily  see  that  the  pneumonic 
process,  apart  from  complications,  is  actually  a  self-limited  one,  for 
even  if  the  organism  is  so  virulent  that  it  will  readily  kill  the  leuco- 
cytes this  very  property  will  set  free  a  large  amount  of  ferment  in  a 
short  space  of  time  and  thus  will  shorten  the  course  of  the  disease. 

We  must,  however,  take  cognizance  of  another  possible  factor; 
i,  e.,  the  question  whether  or  not  the  blood  serum  itself  may  contain 
an  increased  amount  of  ferment  derived  from  the  tissue  cells  of  the 
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body,  which,  mobilized,  would  be  brought  to  bear  on  the  diseased 
organ.  That  during  the  course  of  a  pneumonia  serum  ferments 
may  be  found  which  digest  lung  tissue  and  placenta  has  repeatedly 
been  noted. ^  These  ferments  are  not  specific;  experiments  which 
might  be  so  interpreted  are  based  on  the  fact  that  ordinary  immunity 
reactions  occur  which  by  means  of  adsorption  phenomena  permit 
proteolysis  of  the  serimi  proteins.  Guggenheimer  (6)  has  studied 
the  problem  in  another  way,  in  that  he  has  determined  the  inhibitory 
or  accelerating  effect  of  the  pneumonic  serum  on  liver  autolysis.  He 
noted  that  pneumonic  sera  occasionally  acted  in  an  auxiliary  way 
and  regards  this  as  evidence  of  a  mobilization  of  cellular  ferments. 
Other  sera,  however,  showed  a  marked  inhibiting  effect,  as  did  the 
normal  serum. 

Early  during  the  course  of  antiferment  investigations  Ascoli  and 
Bezzola  (7)  studied  the  conditions  obtaining  during  pneumonia. 
With  the  Gross-Fuld  method  they  noted  an  early  rise  in  antiferment 
titer,  with  a  decline  after  the  crisis. 

The  serum  investigations  so  far  reported  have  lacked  any  quanti- 
tative basis,  because  the  methods  used  to  determine  the  amount  of 
ferment  and  antiferment  are  largely  qualitative.  In  order  to  obtain 
a  more  definite  insight  into  the  ferment-anti  ferment  balance  of  the 
serum  we  have  undertaken  a  study  of  a  number  of  patients  during 
the  course  of  pneumonia. 

The  serum  protease  has  been  estimated  by  the  amount  of  non-coag- 
ulable  nitrogen  formed  per  cc.  of  serum  when  emulsified  with 
chloroform  (8)  ;  the  lipase  by  the  usual  ethyl  butyrate  method;  and 
the  antiferment  titer  by  determining  the  amount  of  casein  digestion 
by  means  of  the  Folin  method,  instead  of  the  unreliable  estimation 
by  inspection  of  the  precipitate.  In  the  majority  of  the  cases  the 
type  of  organism  has  been  determined  by  agglutination  by  means 
of  specific  sera.^ 

*  Falls  (Falls,  F.  H.,  Jour.  Infect.  Dis.,  1915,  xvi,  466)  has  recently  demon- 
strated such  ferments  in  a  series  of  cases.  He  concludes  that  the  source  of  the 
ferments  is  not  to  be  found  in  the  leucocytes. 

2  These  specific  sera  were  kindly  supplied  by  Dr.  Cole  of  The  Rockefeller 
Institute.  We  wish  furthermore  to  express  our  appreciation  to  Drs.  McCabe, 
Manier,  and  Weaver,  and  the  members  of  their  respective  staffs  of  the  Gty, 
Vanderbilt,  and  Industrial  School  Hospitals,  who  have  placed  their  patients  at 
our  disposal  for  study  and  have  facilitated  our  work  in  every  way. 
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Case  Records, 

The  following  case  records  and  their  accompanying  text-figures 
are  typical  of  the  relations. 

Case  I  (19). —  (Text-fig.  i.)  J.  H.,  male,  colored,  aged  28.  Became  sick 
Apr.  6,  191 5,  when  he  had  a  chill  lasting  a  half  hour,  together  with  severe  pain 
in  both  sides  of  chest    Entered  hospital  Apr.  7,  1915. 
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Text-Fig.  i.    Serum  changes  during  pneumonia  (Case  i). 

Physical  Examination. — Well  nourished  colored  man.  Mucous  membrane 
of  mouth  red,  tongue  coated,  pharynx  engorged.  Pulse  rapid.  Lungs:  dimin- 
ished expansion  on  the  left  side,  distinct  tubular  breathing,  also  vocal  fremitus 
and  dullness  on  percussion.  Apr.  8,  1915.  Urine  negative  except  for  a  few 
granular  casts. 
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The  case  progressed  normally.  On  the  6th  day  the  temperature  began  to 
decline  and  after  a  slight  increase  the  following  day  reached  normal  the  same 
evening. 

The  following  facts  will  be  noted  from  Text-fig.  i.  The  anti- 
ferment  curve  reached  its  maximum  on  the  sixth  day  of  illness, 
following  which  it  showfed  a  progressive  decline.  The  protease 
reached  a  maximum  on  the  sixth  day;  L  e.,  when  the  temperature 
began  to  decline.  At  this  time  also  the  non-coagulable  nitrogen 
showed  a  considerable  drop.  Following  the  fall  in  temperature  the 
protease  remained  at  a  low  level.  The  serum  lipase  declined  pro- 
gressively until  immediately  after  the  crisis  when  it  increased 
almost  to  the  strength  of  normal  serum,  with  a  following  decline. 
The  proteoses  contained  in  the  serum  gave  the  following  results 
(per  5  cc.  of  serum)  : 

Date.  mg. 

Apr.   8,  1915    0.25 

"      ID,       "         0.21 

"  13,  ;'    0.13 

The  organisms  isolated  from  the  sputum  agglutinated  with  serum  of  Type  I. 

Case  2  (16). — (Text-fig.  2.)  J.  W.,  male,  colored,  aged  18.  Present  illness 
began  about  2  p.  m.,  Mar.  16,  191 5,  with  a  chill  and  headache,  aching  of  limbs  and 
body,  pain  in  left  side  and  chest  below  the  heart,  accompanied  with  shortness  of 
breath  and  expectoration  of  a  dark  brown  sputum,  and  sometimes  fresh  blood. 
Admitted  to  the  hospital  Mar.  20,  191 5. 

Physical  Examination. — Strong,  well  developed  young  negro.  Head  exami- 
nation negative.  Heart  rapid;  pulse  rather  weak  and  running  in  character. 
Blood  pressure,  systolic  98.  Lungs:  increased  voice  and  breath  sounds  in  both 
lower  and  middle  lobes  of  right  lung ;  grunting  at  the  end  of  expiration ;  some 
bubbling  rales  over  right  lung  anteriorly.  Abdomen  soft  and  slightly  tender. 
Liver  and  spleen  negative. 

Pneumococcus  isolated  from  the  sputum  agglutinated  with  serum  of  Type  L 

On  Mar.  23  the  patient  became  delirious  and  remained  irrational  for  the  fol- 
lowing 6  days,  during  which  time  it  was  necessary  to  restrain  him  in  bed. 

Text-fig.  2  shows  that  the  greatest  rise  in  antiferment  occurred 
after  the  6th  day  of  illness  and  remained  high  until  the  13th 
day.  The  non-coagulable  nitrogen  reached  the  maximum  on  the 
I2th  day;  after  that  it  declined  slowly.  The  protease  change  is 
quite  striking.  There  was  a  lack  of  protease  action  during  the 
entire  time  before  the  crisis.  On  the  day  before  the  crisis  the  total 
non-coagulable  nitrogen  of  the  serum  incubated  under  chloroform 
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decreased  from  0.27  to  0.17  mg.  per  cc.  of  serum.  A  control  made 
by  means  of  the  Van  Slyke  method  gave  the  following  result,  thus 
checking  very  well  with  the  Folin  determination : 


Amino  nitrogen,  2  cc,  direct  0.872 

"  "         after  incubating,  2  cc,  direct 0.692 

Loss 0.180  mg.  per  2  cc. 
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Text-Fig.  2.    Serum  changes  during  pneumonia  (Case  2). 

On  the  following  day,  however,  we  noted  a  marked  protease 
action,  after  which  the  ferment  was  again  practically  negative.  The 
lipase  reached  the  lowest  titer  on  the  7th  day,  after  which  there 
was  a  gradual  increase  until  the  14th  day. 
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Case  3  {12).^ — O.  B.,  male,  white,  aged  18.  Mar.  23,  191 5,  patient  had  a  chill 
followed  by  a  headache;  pain  in  chest,  especially  on  the  right  side;  coughed  a 
good  deal,  expectorated  colored  sputum.    Admitted  to  the  hospital  Mar.  25,  1915. 

Physical  Examination. — Strong,  robust  boy.  Head,  heart,  arteries,  and  pulse 
negative.  Lungs:  increased  fremitus  and  voice  sounds,  marked  increase  over 
the  right  lobe,  breath  sounds  also  increased,  percussion  very  flat.  Abdomen 
slightly  tender.  Liver  and  spleen  not  palpable.  Blood  pressure,  systolic  128. 
Urine  contained  albumin  and  granular  casts.  Clinical  course  was  uneventful. 
The  temperature  fell  by  lysis,  reaching  normal  on  the  8th  day. 

The  antiferment  titer,  which  was  relatively  low,  reached  a  maxi- 
mum on  the  6th  day  after  which  it  declined  progressively.  The 
maximum  of  non-coagulable  nitrogen  was  reached  on  the  6th  day, 
declining  slowly  after  that  time.  The  protease  was  strongly  positive 
on  the  6th  and  8th  days  of  illness,  corresponding  to  the  period  of 
lysis.  The  lipase  reached  the  maximum  on  the  6th  day,  after  which 
it  increased  almost  to  normal. 

Case  4  (//). — G.  T.,  male,  white,  aged  18.  Patient  was  well  and  at  work 
when  without  seeming  cause  he  had  a  hard  chill  about  3  p.  m.  on  Apr.  3,  191 5. 
The  chill  continued  through  the  night  and  until  about  9  o'clock  the  next  morn- 
ing, together  with  pain  in  axillary  region.  After  the  chill  he  states  that  he  per- 
spired; had  dyspnea;  developed  a  cough  at  the  time  of  the  chill  which  became 
worse  after  the  chill.    Admitted  Apr.  5,  191 5. 

Physical  Examination. — White  boy,  fairly  well  nourished.  Head  negative; 
throat  somewhat  engorged.  Heart  normal;  P.  M.  L  in  the  fifth  interspace, 
nipple  line ;  pulmonic  second  accentuated ;  arteries  in  good  condition.  Inspection 
shows  decreased  expansion  on  the  left  side  and  lower  lobe  both  in  front  and 
behind;  increased  tactile  fremitus;  vocal  resonance  and  tubular  breathing  on 
auscultation.  Vocal  fremitus  is  at  first  absent  over  the  lower  lobe  on  the  left 
side,  but  is  noted  on  change  of  position  and  after  coughing.  Abdomen  normal 
Urine  negative.    The  crisis  occurred  on  the  7th  day. 

In  this  case  the  antiferment  did  not  reach  a  maximum  until  the 
day  following  the  crisis,  after  which  it  declined.  The  non-coag- 
ulable nitrogen  was  never  very  high  and  showed  little  change.  The 
protease  before  the  crisis  was  negative;  at  the  time  of  the  crisis  it  be- 
came normal.  The  lipase  showed  the  usual  change.  Proteoses  per 
5  cc.  of  serum : 

Date.  ^g, 

Apr.  6,  1915    0.14 

a        .  (« 

9»  0.0 

3  This  case  was  from  the  City  Hospital. 
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Case  5  (20).^ — R.  M.,  male,  colored,  aged  20.  Present  illness  commenced  the 
last  week  in  March  with  pain  in  the  right  side.  He  had  no  chill  but  vomited 
the  next  day.  Since  he  became  ill  he  has  been  in  bed  at  a  railroad  camp;  is 
somewhat  constipated;  has  coughed  a  good  deal,  expectorating  much  sputum, 
sometimes  blood  tinged;  has  pain,  now  worse  than  at  the  onset  on  each  inspi- 
ration and  when  he  coughs,  more  especially  over  abdomen  and  lower  chest  on 
right  side ;  never  had  a  chill. 

Physical  Examination. — Negro,  poorly  nourished.  Head  negative.  P.  M.  I. 
inside  of  nipple  line  in  fifth  interspace ;  sounds  are  regular,  no  murmurs ;  second 
pulmonic  accentuated ;  pulse  regular  and  full,  and  of  good  volume.  Blood  pres- 
sure, systolic  103,  diastolic  60.  Lungs:  respiration  rapid,  decreased  expiration 
on  the  right  side;  tactile  fremitus  increased  over  right  lower  lobe  together  with 
decreased  voice  sounds,  dullness,  and  tubular  breathing.  There  is  a  friction 
sound  behind  and  over  the  right  lower  lobe.  The  middle  lobe  of  the  right  lung 
is  quite  flat  with  some  tubular  breathing,  increased  voice  sounds,  and  fremitus. 
The  left  lung  is  normal.  The  abdomen  is  rigid  and  tender  and  the  lymph  glands 
especially  are  enlarged.  Apr.  9,  1915.  Urine  examination:  albumin  negative; 
numerous  casts.  Apr.  14,  191 5.  Some  hyaline  and  granular  casts.  Apr.  8, 
1915.  Blood  examination:  red  cells  4,800,000;  hemoglobin  70  per  cent  Apr.  9, 
191 5.  Condition  worse ;  temperature  has  risen  to  103**  F.,  and  pulse  to  140.  Ex- 
amination shows  no  change  over  right  middle  lobe;  right  lower  lobe  still  shows 
impairment  with  bronchovesicular  breathing  and  increased  voice  sounds,  except 
the  lower  part  in  posterior  axillary  line,  where  there  is  flatness  with  diminished 
breath  and  voice  sounds.  The  upper  right  lobe  shows  slight  impairment  with 
a  tendency  to  bronchovesicular  breathing;  posterior  shows  nothing  as  yet  defi- 
nite. Left  lung  clear  throughout  Heart  sounds  rapid  and  of  only  fair  quality, 
though  the  second  pulmonic  is  still  accentuated.  Needle  was  inserted  next  to 
right  inner  area  but  no  fluid  obtained.  Blood  pressure,  systolic  116.  Apr.  10, 
191 5.  Patient  much  improved,  temperature  having  fallen  this  morning  to  99.4* 
F.  and  pulse  to  no.  Patient  expectorated  yesterday  considerable  brownish  ma- 
terial Examination  to-day  shows  much  less  impairment  over  middle  lobe  except 
in  region  of  anterior  axillary  line  where  it  is  still  flat  with  tubular  breathing  and 
exaggerated  voice  sounds;  many  moist  rales  over  whole  lobe.  Lower  lobe  is 
clearing  up  except  at  base  where  there  are  still  diminished  breath  sounds  and 
voice  sounds.  Blood  pressure,  systolic  105,  diastolic  60,  Apr.  11,  191 5.  Gen- 
eral condition  excellent  Temperature  is  normal  and  pulse  100.  Examination 
shows  but  little  impairment  over  middle  lobe,  with  only  slight  voice  sounds  and 
breath  changes.    Apr.  12,  191 5.    Blood  pressure,  systolic  95. 

As  will  be  noted,  the  patient  entered  the  hospital  practically  at  the 
end  of  his  illness,  the  anti  ferment  and  non-coagulable  nitrogen  de- 
clining very  rapidly,  while  the  protease  tended  to  rise.  5  cc.  of 
serum  contained  0.2  mg.  of  proteoses  on  April  11,  1915. 

*  This  case  was  from  the  Vanderbilt  Hospital. 
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Case  6  (21).^— H.  H.,  male,  white,  aged  18.  In  1913  patient  had  rheumatism 
in  both  arms  and  legs ;  was  ill  in  bed  about  a  month.  Present  illness  began  Apr. 
6,  191 5,  with  pain  on  left  side  in  nipple  region.  Apr.  7,  1915.  Had  chill  and 
high  fever,  expectorated,  cough  was  dry  and  hacking.  Since  then  cough  has 
been  deep  seated  and  he  has  expectorated  more  than  at  first  Entered  hospital 
Apr.  9,  191 5. 

Physical  Examination. — Fairly  well  nourished.  Head  negative.  P.  M.  I. 
normal,  arteries  soft  and  compressible,  accentuated  pulmonic  second  sound. 
Lungs :  deficient  expansion  on  left  side,  decreased  fremitus  over  left  upper  lobe 
in  front,  dullness  and  feeble  breath  sounds  over  left  upper  lobe,  tubular  breath- 
ing in  the  left  axilla.  Blood  pressure,  systolic  95.  Crisis  on  the  8th  day.  Gen- 
eral condition  excellent  throughout. 

The  antiferment  titer  reached  a  maximum  on  the  6th  day,  after 
which  it  declined  until  the  day  following  the  crisis.  The  non-coag- 
ulable  nitrogen  reached  its  maximum  on  the  5th  day,  at  which  time 
the  protease  was  lowest.  The  protease  reached  +0.02  mg.  per 
I  cc.  on  the  day  following  the  crisis.  The  lipase  showed  the  usual 
curve.     Proteoses  per  5  cc. : 

Date.  m^. 

Apr.   9,  1915    0.19 

"      13,       "         0.12 

"      14,       "         0.13 

Pneumococcus  of  Type  I  was  isolated  from  the  sputum. 

Case  7  (18), — ^T.  A.,  male,  colored,  aged  30.  Present  illness  began  with 
headache  about  a  week  ago.  On  Apr.  5,  191 5,  3  or  4  days  following  headache, 
he  had  chill  about  10  a.  m.,  which  lasted  for  about  3  hours;  no  vomiting,  but 
fever  following  chill ;  pain  in  the  right  side.    Admitted  Apr.  6,  1915. 

Physical  Examination. — ^Well  nourished  colored  man.  Head  negative;  some 
pyorrhea;  pulse  120,  but  full  in  volume.  P.  M.  I.  fifth  interspace  mammary  line; 
no  murmurs.  Increased  fremitus  and  voice  sounds  on  the  right  side  in  front, 
no  dullness  on  percussion.    Abdomen  rigid,  otherwise  negative. 

The  patient  showed  a  rather  irregular  course.  On  the  7th  day  the  temperature 
dropped  to  normal,  but  he  complained  of  a  severe  sore  throat  the  same  evening 
and  a  marked  tonsilitis  was  noticed.  This  continued  for  3  days.  After  this  time 
the  temperature  again  reached  normal.  Apr.  17.  Pulse  118,  respiration  30.  Ton- 
sils engorged,  with  some  exudate.  Lungs:  fremitus  increased  over  upper  and 
middle  right  lobes;  very  dull;  occasional  moist  rale.  Breath  sounds  bronchial. 
This  case  is  rather  interesting  because  of  the  period  on  the  7th  day  when  it 
appeared  clinically  that  the  patient  was  having  a  crisis. 

At  this  time  the  non-coagulable  nitrogen  had  decreased  and  the 
protease  reached   +  0.05  mg.   per   i   cc.     The  antiferment  also 

5  This  case  was  from  the  City  Hospital. 
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showed  a  slight  fall  from  the  height  reached  on  the  previous  day. 
Then,  however,  the  tonsilitis  set  in  and  we  found  the  anti  ferment 
continuing  at  a  high  titer,  while  the  non-coagulable  nitrogen  in- 
creased again  and  the  protease  fell.  The  resolution  seems  to  have 
been  delayed,  for  the  clinical  signs  began  to  clear  only  after  April 
17,  when  the  protease  again  reached  +  0.05  mg.  per  i  cc.  of  serum. 
The  proteoses  determined  per  5  cc.  of  serum  gave  the  following 
figures : 

Date.  fug-. 

Apr.   6,  1915    0.125 

"      14,       "         0.26 

"      16,       "         0.13 

"      18,       "         0.00 

Case  8  (14).^ — W.  A.,  male,  colored,  aged  35.  Present  illness  began  Mar.  31, 
191 5,  with  pain  in  the  left  side,  coughing,  and  expectoration  of  a  bloody  sputum ; 
he  lost  his  appetite  but  has  not  been  nauseated;  there  was  diarrhea;  no  chill. 
Admitted  to  hospital  Apr.  i,  1915. 

Physical  Examination. — ^Well  nourished  young  man.  Teeth  bad.  Heart 
normal ;  second  pulmonic  accentuated.  Lungs :  tactile  fremitus  normal  on  both 
sides,  except  in  front  on  left  side  where  it  is  increased  downward  and  outward 
from  the  left  nipple  line.  Percussion  is  normal  except  for  the  above  mentioned 
area,  which  is  very  dull.  On  auscultation,  vocal  fremitus  is  normal  except 
over  the  same  area  where  it  is  increased;  there  is  bronchophony  and  tubular 
breathing  on  inspiration  and  expiration,  together  with  coarse  rales.  Abdo- 
men is  negative.  Blood  pressure,  systolic  90  and  diastolic  50.  Urine  shows 
few  hyaline  and  granular  casts.  Apr.  i,  1915.  Red  blood  cells  5,000,300.  Apr. 
4,  191 5.  Condition  good.  Temperature  dropped  suddenly  to  normal  at  9  a. 
m.,  pulse  and  respiration  dropping  with  it.  Signs  over  original  area  practically 
cleared  up,  beyond  moist  rales.  No  impairment  and  no  tubular  breathing; 
no  signs  over  rest  of  lower  lobe,  beyond  a  few  rales.  Over  left  upper  lobe 
there  is  flatness,  with  exaggerated  tactile  and  voice  frictions  and  bronchial 
breathing;  moist  rales  are  heard  over  this  area.  Blood  pressure,  systolic  80, 
diastolic  50.  Apr.  5,  1915.  Temperature  went  up  again  last  evening  to  loi**  F. 
Examination  this  morning  shows  complete  consolidation  of  the  upper  lobe  with 
exaggerated  tactile  fremitus,  vocal  resonance,  and  bronchial  breathing;  origi- 
nal area  shows  no  change  in  signs.  Abdomen  quite  distended.  Apr.  6,  191 5. 
Temperature  down  around  99**  F.,  pulse  slow  and  of  better  volume.  Patient  is 
resting  better.  Pain  in  side  not  severe;  signs  still  present  on  left  side.  Blood 
pressure,  systolic  95,  diastolic  60.  Apr.  7,  191 5.  Blood  pressure,  systolic  80. 
Apr.  8,  191 5.  General  condition  good.  Temperature  has  been  practically  normal 
for  last  2  days.  Signs  over  lower  left  lobe  have  practically  cleared  up;  there 
is  some  slight  impairment  over  left  upper  lobe  with  bronchovesicular  breathing 
and  a  few  rales.    Apr.  11,  1915.    Condition  good.    Temperature  has  been  normal 

•  This  case  was  from  the  Vanderbilt  Hospital. 
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now  for  almost  4  days.    Examination  of  lung  to-day  shows  no  impairment  or 
evidence  of  previous  trouble  except  occasional  rales  at  end  of  inspiration. 

The  antiferment  curve  reached  its  maximum  at  the  time  the  tem- 
perature first  fell  to  normal.  It  is  quite  evident,  however,  that  at 
this  time  the  patient  had  no  crisis,  for  the  leucocytes  continued  to 
rise  until  the  following  day.  The  non-coagulable  nitrogen,  how- 
ever, was  much  lower  after  the  fifth  day  of  illness.  The  protease 
was  positive  on  the  sixth  and  ninth  days  of  illness;  after  that  time 
the  patient  made  an  uneventful  recovery.  The  lipase  was  rather 
high  throughout. 

Case  9  (29)."^ — H.  G.,  male,  colored,  aged  35.  Illness  began  Apr.  6,  191S, 
when  he  began  to  cough  a  great  deal,  which  caused  pain  in  left  side;  expecto- 
rated much  thick  brownish  sputum ;  had  no  chill.    Entered  the  hospital  Apr.  11, 

1915. 

Physical  Examination. — Icteric;  mucous  membrane  of  mouth  red;  tongue 
coated ;  heart  and  arteries  normal.  Lungs :  left  lung  shows  deficient  expansion, 
tactile '  fremitus  increased,  and  large  rales  and  spoken  voice  sounds  heard  in 
both  upper  and  lower  lobes,  together  with  dullness  on  percussion.  Abdomen 
negative.    Reflexes  normal. 

This  patient  is  the  only  one  in  the  series  that  we  have 
studied  who  showed  a  constant  amount  of  protease  in  the  serum 
during  the  disease  and  showed  no  change  during  the  crisis,  unless 
it  was  a  slight  fall.  The  antiferment  remained  high  even  after  the 
crisis.  The  lipase  remained  low  throughout.  Proteoses  per  5  cc. 
of  serum : 

Date.  mj^. 

Apr.   16,   1915    0.21 

"       17,       "        0.12 

Case  10 fi — (Text-fig.  3.)  J.  M.  J.,  male,  white,  aged  40.  Became  ill  Jan.  31, 
191 5,  when  he  had  a  chill.    Entered  hospital  Feb.  5,  191 5. 

Physical  Examination. — Typical  right  lower  lobe  involvement  Urine  con- 
tained numerous  casts.  White  blood  count  10,200.  Sputum  contained  numerous 
pneumococci  (type  not  determined).  The  patient  showed  evidence  of  profound 
intoxication,  was  stuporous,  with  rapid  pulse  and  respiration.  On  the  lOth 
day  the  temperature  dropped  by  crisis,  but  the  physical  condition,  especially  the 
pulse  rate,  continued  unfavorable.  From  the  9th  to  the  12th  day  the  patient  was 
delirious.    After  the  12th  day  the  recovery  was  rapid. 

7  This  case  was  from  the  City  Hospital. 

8  This  case  was  from  the  City  Hospital. 


Digitized  by 


Google 


James  W.  Jobling,  William  Petersen,  and  A.  A,  Eggstein,    579 

The  course  of  the  disease  was  marked  by  a  rather  low  leucocytosis 
and  a  large  amount  of  non-coagulable  nitrogen  in  the  serum.  The 
temperature  fell  as  the  amount  of  protease  increased,  but  there  was 
considerable  intoxication  for  the  three  days  following,  as  evidenced 
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Text- Fig.  3.    Serum  changes  during  pneumonia  (Case  10). 

by  the  increase  in  anti  ferment,  the  drop  in  protease,  and  the  rise  in 
non-coagulable  nitrogen.  The  lipase  began  to  return  toward  normal 
after  this  second  period  of  intoxication. 

Case  II  (22).^ — E.  H.,  male,  colored,  aged  30.  Patient  came  to  hospital  be- 
cause of  pain  in  lower  right  chest,  which  increased  on  deep  inspiration;  this 
was  first  noted  Apr.  4,  191 5,  when  coughing  accompanied  pain.    Apr.  7,  191 5. 

•  This  case  was  from  the  City  Hospital. 
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Had  a  chill  and  headache  since  that  time.    Admitted  to  the  hospital,  Apr.  9, 

1915- 

Physical  Examination. — Head  negative.  Heart:  apex  slightly  down  and  out 
from  the  normal  point;  no  murmurs;  second  pulmonic  increased;  pulse  full, 
rather  hard  but  regular.  Lungs:  right,  slight  dullness  of  lower  lobe  in  front; 
no  increase  in  voice  sounds  and  tactile  fremitus ;  left  lung  normal.  Blood  pres- 
sure, systolic  no,  diastolic  65. 

There  was  a  progressive  rise  in  the  serum  protease,  reaching  a 
maximum  on  the  seventh  day  of  illness,  at  which  time  the  non-coag- 
ulable  nitrogen  had  largely  decreased.  The  antiferment  decreased 
after  the  seventh  day.     Proteoses  per  5  cc.  of  serum : 

Date.  m^. 

Apr.  12,  1915    0.13 

"       13,       "        0.30 

"       14,       "        0.29 

"       15,       " 0.15 

Pneumococci  from  sputum  agglutinated  with  serum  of  Tjrpe  I. 

Case  12  {2S)>^—Q,  F.,  male,  colored,  aged  20.  Apr.  4,  1915.  Pain  in  back 
and  left  side  on  breathing ;  no  chill ;  has  had  some  fever  and  expectorates  blood 
tinged  sputum;  some  coughing;  shortness  of  breath.    Entered  hospital  Apr.  11, 

1915. 

Physical  Examination. — Eyes  and  head  negative.  Arteries  soft,  heart  normal 
p.  M.  I.  fifth  interspace  inside  of  nipple  space.  Lungs :  dullness,  tubular  break- 
ing, increased  voice  sounds,  tactile  fremitus  over  left  lower  lobe,  friction  sound 
heard  over  left  lower  chest  Abdomen  rigid.  Liver  and  spleen  not  palpable, 
otherwise  normal. 

The  patient  became  irrational  and  delirious  the  second  day  after  admission 
to  the  hospital  On  the  nth  day  of  illness  the  pneumonic  process  involved  the 
upper  lobe  on  the  same  side,  evidenced  by  area  of  tubular  breathing  and  dull- 
ness. The  patient  died  on  the  15th  day.  No  autopsy  was  obtained.  A  pneu- 
mococcus  agglutinating  with  serum  of  Type  II  was  obtained  from  the  sputum. 

There  was  a  rather  constant  increase  in  antiferment,  which 
reached  a  maximum  on  the  eleventh  day  and  remained  high  after 
that  time.  The  protease  was  low  during  the  course  of  the  disease 
but  showed  a  gradual  rise.  The  non-coagulable  nitrogen  remained 
relatively  low  throughout.     Proteoses  per  5  cc.  of  serum: 

Date.  mg^. 

Apr.   12,   1915     O.I 

"       16,       "        0.0 

^^  This  case  was  from  the  City  Hospital. 
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Case  Jj."~( Text-fig.  4)  J.  H.  D.,  male,  colored,  aged  14.  Jan.  28,  191S, 
3  a.  m.  Became  suddenly  ill  with  a  severe  chill  and  pain  on  the  right  side  of 
chest.  Has  coughed  for  the  past  few  days.  Admitted  to  hospital  9  a.  m.,  Jan. 
28,  1915. 

Physical  Examination. — Well  nourished  negro  boy.  Physical  findings  nega- 
tive. No  evidence  of  consolidation.  White  blood  count  40,000.  Jan.  29.  Dull- 
ness and  bronchial  breathing  were  noted  over  entire  right  lung.  The  patient 
became  very  restless  and  coughed  considerably.  Jan.  30.  All  evidences  of  a 
complete  consolidation  of  the  entire  right  lung  were  present.    There  was  con- 
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Text-Fig.  4.    Serum  changes  during  pneumonia  with  fatal  termination  (Case  13). 

siderable  pain  and  restlessness.  Feb.  3.  In  the  morning  the  patient  showed 
definite  signs  of  improvement,  was  quiet,  and  numerous  large  rales  were  noted 
over  the  involved  area.  During  the  following  night,  however,  he  became  much 
worse  and  died  at  5.30  a.  m. 

^1  This  case  was  from  the  Vanderbilt  Hospital. 
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Data  from  the  Postmortem  Protocol— Body  is  that  of  a  negro  boy  14  years 
old,  172  cm.  in  length,  well  developed,  and  well  nourished. 

Lungs. — The  right  lung  weighs  1,080  gm.  The  surface  is  smooth  with  die 
exception  of  the  posterior  part  of  upper  lobe.  There  are  many  soft,  friable 
adhesions.  There  is-  a  small  amount  of  amber-colored  fluid  in  the  pleural  cav- 
ity. The  lung  when  removed  from  the  chest  maintains  its  form.  There  arc 
definite  areas  of  consolidation  in  the  lower  part  of  the  upper  lobe.  The  middle 
lobe  is  free.  On  section  through  these  consolidated  areas  the  surface  yields 
very  little  fluid  and  the  lung  tissue  is  definitely  consolidated,  of  a  grayish  appear- 
ance, and  around  the  margins  of  each  there  is  a  red  zone.  The  left  lung  weighs 
740  gm.  The  pleura  is  smooth.  The  upper  lobe  is  normal.  The  lower  lobe 
shows  areas  of  consolidation  similar  to  those  described  in  the  right 

Anatomical  Diagnosis. — i.  Lobar  pneumonia  of  both  lower  lobes  and  bron- 
chopneumonia of  the  right  upper  lobe.  2.  Fibrinous  pleuritis.  3.  Acute  splenitis. 
4.  Fatty  changes  and  cloudy  swelling  of  the  liver,  kidneys,  and  myocardium. 

It  will  be  seen  from  Text-fig.  4  that  there  was  a  progressive  in- 
xrease  in  the  non-coagulable  nitrogen  until  the  evening  of  February 
2,  when  a  fall  occurred.  At  this  time  there  was  also  a  distinct 
change  in  the  ferment,  so  that  on  incubation  a  loss  of  non-coagulable 
nitrogen  no  longer  occurred,  although  the  serum  did  not  actually 
become  proteolytic.  Instead,  the  non-coagulable  nitrogen  again  in- 
creased and  the  ferment  fell  while  the  antiferment  increased  mark- 
edly. It  will  be  observed  that  clinically  the  patient  was  in  good  con- 
dition during  the  night  and  morning  after  the  temporary  fall  in  non- 
coagulable  nitrogen  and  the  rise  in  ferment.  The  lipase  showed 
simply  a  continued  decrease. 

Case  14.^^ — H.  M.,  male,  colored,  aged  30.  Became  ill  with  chill  and  thoracic 
pain  on  Dec.  11,  1914.    Entered  hospital  Dec.  15,  1914. 

Physical  Examination. — Breath  sounds  diminished  on  left  side,  with  vocal 
fremitus  increased  over  right  upper  lobe  posteriorly.  Pulse  rate  108  to  12a 
Heart  normal.  Patient  continued  to  run  a  typical  course  and  the  temperature 
dropped  to  normal  on  the  9th  day,  the  respiration  dropping  from  38  to  24,  and 
the  pulse  rate  from  132  to  108  from  the  afternoon  of  the  19th  to  the  morning  of 
the  20th  day.  The  temperature,  however,  again  rose  and  continued  to  be  irregu- 
lar. Dec.  28,  1 91 4.  Patient  developed  meningeal  symptoms.  Lumbar  puncture 
at  this  time  yielded  a  small  amount  of  turbid  fluid.  The  pressure  was  not  in- 
creased, nor  were  organisms  obtained  on  examination.  Dec.  31,  1914.  Patient 
died. 

Autopsy. — Dec.  31,  1914. 

Heart. — Weight  450  gm.  The  tricuspid  valve  measures  14  cm.  The  pul- 
monary valve  measures  7  cm.  The  cusps  of  the  mitral  valve  contain  vegetations 
measuring  from  2  cm.  in  diameter  to  others  which  are  smaller.    These  v^eta- 

12  This  case  was  from  the  City  Hospital. 
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tions  are  firmly  attached  to  the  cusps.  The  distal  surface  is  roughened  and 
corrugated;  otherwise  they  present  a  smooth  surface.  The  cusps  of  the  aortic 
valve  are  smooth  and  shining.  The  myocardium  is  brownish  red  in  color  and 
presents  several  grayish  white  patches,  which  are  evidently  fibrous  in  character. 
The  left  ventricle  measures  17  mm.,  the  right  ventricle  7  mm.  in  thickness. 

Lungs. — The  left  lung  weighs  840  gm.  The  lung  is  entirely  covered  with  a 
fibrous  and  fibrinous  exudate,  which  binds  it  to  the  chest  wall.  It  is  bluish 
black  in  color.  The  consistency  is  increased  and  the  organ  contains  no  air 
except  in  the  apex.  The  bronchi  are  bright  red  in  color  and  contain  a  muco- 
purulent exudate.  On  section  the  surface  is  dark  gray  in  color.  In  the  lower 
lobe  the  process  is  diffuse.  In  the  upper  lobe  it  is  nodular  in  character.  The 
centers  of  the  nodules  present  a  grayish  color  and  the  peripheries  are  red.  The 
cut  surface  is  rather  smooth.  The  right  lung  weighs  500  gm.,  and  is  bluish  black 
in  color.  The  edges  are  rounded.  The  surface  is  smooth.  The  upper  and  lower 
lobes  are  bound  together  by  old  fibrous  adhesions.  The  lung  is  markedly 
emphysematous.    On  section  the  surface  is  pinkish  gray  in  color  and  dry. 

Brain. — On  removing  the  dura  the  cortex  is  seen  to  be  covered  with  a  greenish, 
cloudy,  fibrinous  exudate.  This  involves  the  frontal  and  parietal  lobes  of  the 
cortex.  Occiput  shows  more  congestion  than  the  other  two  named.  The  fluid 
is  increased  along  the  sulcus  and  especially  along  the  Rolandic  fissure.  In  the 
fluid  are  flakes  of  a  purulent  material.  The  intima  is  firmly  adherent  to  the 
convolutions  of  the  brain  and  the  exudate  extends  between  the  convolutions. 
The  base  of  the  brain  shows  the  same  condition  as  the  cortex  but  apparently 
more  marked  in  the  infundibulum  and  the  medulla  oblongata.  The  lateral  ven- 
tricle contains  a  thick,  cloudy  fluid.  The  choroid  plexus  is  covered  with  an 
inflammatory  exudate.  The  third  ventricle  is  filled  with  the  above  described 
fluid.  Upon  section  the  blood  vessels  in  the  cerebellum  are  engorged  and  in 
many  places  there  are  many  small  petechial  hemorrhages.  The  blood  vessels 
medially  to  the  external  capsule  are  very  much  engorged.  The  purulent  exudate 
is  also  found  in  the  fourth  ventricle. 

Anatomical  Diagnosis. — i.  Lobar  pneumonia  of  the  left  upper  and  lower 
lobes.  2.  Pneumococcus  meningitis.  3.  Vegetative  endocarditis.  4.  Acute  paren- 
chymatous nephritis.  5.  Cloudy  swelling  of  the  myocardium,  liver,  and  spleen. 
6.  Fatty  changes  of  the  liver.  7.  Fibrous  and  fibrinous  pleuritis.  8.  Emphysema 
of  the  right  lung.    9.  Fibrous  myocarditis. 

Microscopical  Diagnosis. — Heart  shows  an  increase  in  fibrous  tissue,  the 
muscle  fibers  are  pale,  enlarged,  and  some  of  them,  especially  beneath  the  peri- 
cardium, show  fatty  degeneration.  One  lung  showed  congestion,  anthracosis, 
and  compensatory  emphysema;  in  the  other  lung  the  pleura  was  thickened,  and 
many  of  the  alveoli  of  the  lung  were  collapsed,  some  of  them  showing  fibroblasts 
and  fibrous  tissue.  There  was  intense  congestion  and  the  bronchi  were  filled 
with  an  acute  inflammatory  exudate.  Liver  showed  congestion,  a  few  areas  of 
necrosis,  and  some  cloudy  swelling.  The  capsule  of  the  spleen  is  thickened; 
there  is  much  congestion ;  and  an  increase  in  parenchymatous  tissue.  The  cap- 
sule of  the.  kidney  is  thick,  glomeruli  are  swollen,  the  epithelium  of  the  tubules 
is  swollen,  granular,  and  contains  fat  Pancreas  is  negative.  Stomach  shows 
no  definite  change.  The  cerebrum  is  covered  with  an  inflammatory  exudate, 
rich  in  polymorphonuclear  leucocytes.    The  pia  mater  is  markedly  thickened. 
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the  cortex  is  edematous,  and  there  is  marked  perivascular  infiltration  of  poly- 
morphonuclear leucocytes. 

This  case  showed  the  usual  progressive  rise  in  anti  ferment  to  the 
seventh  day  of  illness,  and  the  temperature  reached  normal  on  the 
ninth  day.  The  protease  was  only  determined  three  times,  showing 
a  progressive  rise,  however,  about  the  time  of  improvement  of  the 
condition  clinically.  No  signs  of  resolution  were  noted,  however; 
the  anti  ferment  again  rose,  as  did  also  the  non-coagulable  nitrogen. 
The  lipase,  except  for  an  early  rise,  remained  low.  The  high  anti- 
ferment  index  may  possibly  be  associated  with  the  lack  of  autolysis 
in  the  lung  described  above. 

Case  J5.13— (Text-fig.  5.)  J.  T.,  female,  colored,  aged  14.  Mar.  6,  1915. 
Abortion  of  3  months'  fetus,  followed  by  fever  3  days  later,  together  with 
dyspnea,  cough,  and  general  malaise.    Entered  hospital  Mar.  12,  1915. 

Physical  Examination, — Young  mulatto  girl,  well  nourished.  Heart  action 
vigorous  and  rapid;  second  pulmonic  sound  accentuated;  slight  systolic  thrill; 
no  murmurs.  Lungs:  diminished  expansion  on  left  side;  increased  tactile 
fremitus  over  left  upper  lobe;  dullness  over  lower  portion  of  left  upper  lobe 
posteriorly  and  in  axilla ;  increased  voice  sounds,  bronchial  breathing ;  and  a  few 
rales  over  lower  portion  of  upper  left  lobe.  Mar.  16.  The  entire  left  lobe  be- 
came involved,  with  more  numerous  rales  over  the  upper  lobe.  Mar.  17.  There 
was  distinct  evidence  of  involvement  of  the  lower  right  lobe,  and  the  pulmonic 
second  sound  was  found  less  accentuated.  Mar.  18.  Some  signs  of  resolution 
were  noted  in  the  left  lower  lobe.  Mar.  19.  Hemorrhage.  Mar.  20.  Heart 
sounds  very  weak;  patient  in  poor  condition.  The  following  days  showed  con- 
siderable resolution,  but  the  cough  continued,  and  the  sputum  became  rather 
offensive.  Apr.  i.  Patient  in  a  very  critical  condition.  Patches  of  bronchial 
breathing  and  bronchophony  over  posterior  part  of  both  upper  lobes,  and  in 
front  on  left  side,  with  a  patch  in  the  right  axilla.  Great  amount  of  offensive 
sputum.    Died  in  the  evening  after  a  rather  profuse  hemorrhage. 

In  this  case  of  septic  pneumonia  the  fluctuating  involvement  of 
the  lungs  finds  its  reflection  in  the  constantly  changing  anti  ferment 
curve,  and  the  non-coagulable  nitrogen  also  shows  an  almost  daily 
variation.  The  protease  remained  low  throughout,  despite  the  clin- 
ical evidence  of  resolution  in  part  of  the  involved  areas.  An 
autopsy  was  not  obtained. 

Analysis  of  Cases. 

On  examination  of  Text-figs,  i  to  5  there  will  be  noted  a  very  con- 
stant increase  in  the  serum  protease  about  the  time  of  crisis,  together 

i»  This  case  was  from  the  Vanderbilt  Hospital. 
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with  a  decline  in  the  antiferment  titer.  These  two  factors  would 
indicate  that  at  this  time  conditions  for  autolysis  would  be  most 
favorable,  and  we  must  remember  that  the  sera  are  after  all  only  an 
index  of  the  condition  that  obtains  in  the  local  areas  involved. 

It  will  be  noted  that  the  non-coagulable  nitrogen  decreases,  as  a 
rule,  after  the  crisis,  as  Rzetkowski  (9)  has  already  pointed  out, 
and  the  proteoses  also  diminish  markedly. 

When  we  average  the  various  changes  that  have  occurred  in  the 
eight  cases  that  ended  by  crisis  we  obtain  the  figures  given  in 
Table  I. 


TABLE  I. 

Average  Antiferment  Titer. 

Day  before  crisi*.                                          Day  of  crisis. 
^er  cent                                                    per  cent 

57                                                 50 

Day  following  crisis 

Percenl 

46 

Average  Total  Non-Coagulable  Nitrogen 

per  Cc. 

0.50 

38 

40 

Average  Protease  Action  per  Cc.  (Autolysis  under  Chloroform). 

mg. 

—  0.05 

+  0.Q5 

mgr. 
+  0.02 

Average  Lipase  per  Cc. 
0.45  cc.  Yff^  NaOH  0.7  ccy^TT  NaOH  0.9  cc.  y^  NaOH 

The  protease  activity  which  is  demonstrated  is  probably  not  de- 
rived from  the  leucocytes  undergoing  autolysis  in  the  pneumonic 
lung.  If  that  were  true  we  would  expect  that  the  ferment  would 
continue  to  be  present  after  the  autolysis  had  once  begun.  That  this 
is  not  the  case  is  best  illustrated  in  Text-fig.  5,  when  clinically  all 
signs  of  resolution  were  present  while  the  protease  curve  remained 
negative.  The  ferments  are  probably  mobilized  from  the  tissue  cells 
in  general. 

DISCUSSION. 

In  a  paper  discussing  the  crisis  in  pneumonia,  Hektoen  (10)  has  recently 
reviewed  the  present  status  of  our  knowledge  and  concludes  that  the  crisis  is  the 
effect  of  the  prompt  destruction  of  the  infecting  organism  at  a  time  when  the 
antipneumococcal  reaction  reaches  a  certain  height.    But  the  mere  concentration 
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of  antibodies  can  hardly  explain  the  whole  picture,  for  in  pneumonia,  as  in 
typhoid,  such  immune  reactions  may  be  quite  marked,  but  the  organism  never- 
theless may  remain  viable.  He  remarks  that  the  crises  cannot  be  wholly  de- 
pendent on  resolution,  for,  while  they  usually  concur,  the  crises  may  precede 
resolution.  But  autolysis  may  take  place  in  a  lung  without  affording  immediate 
evidence  by  physical  finding,  just  as  readily  as  the  early  infection  may  be  well 
established  in  the  lung  before  signs  of  consolidation  can  be  elicited. 

Dick  (II )  and  Rosenow  (12)  have  studied  specific  proteases  both  in  the  im- 
mune animal  and  in  clinical  material,  Dick  determining  an  increased  proteolytic 
power  for  pneumococcus  protein  at  the  time  of  the  crisis,  and  associating  it  with 
an  increase  in  the  complement  strength.  Even  if  such  proteolysis  were  specific, 
rather  than  based  on  colloidal  changes  following  in  the  wake  of  the  usual  im- 
munity reactions,  it  would  have  no  influence  on  living  pneumococci,  for  pro- 
teolytic ferments,  as  is  well  known,  are  without  action  on  intact  organisms  (13). 

That  autolysis  plays  a  large  share  in  the  pneumonic  picture  has  been  shown 
by  Miiller  (14).  Flexner  (15)  has  discussed  more  especially  the  conditions 
present  in  unresolved  pneumonia. 

Before  entering  into  a  discussion  of  the  relation  of  autolysis  to  the  crisis, 
we  believe  that  our  ideas  concerning  the  factors  that  produce  the  intoxication 
must  be  amplified.  Quite  naturally  the  entire  emphasis  has  so  far  been  placed 
on  the  pneumococcus.  Kruse  (16)  and  Cole  (17)  have  discussed  the  work  so 
far  accomplished  in  the  study  of  pneumococcus  toxicity.  Vaughan  (18)  has 
shown  that  pneumococcus  proteins  are  relatively  less  toxic  than  those  of  other 
organisms.  The  toxicity  is  manifested  on  simple  solution,  to  which  the  pneu- 
mococcus is  rather  liable,  e.  g.,  with  bile  salts  (Neufeld),  and  soaps  (Lamar)  ; 
by  freezing  (Cole)  ;  lipoid  solvents  (Jobling  and  Strouse)  ;  and  also  during 
autolysis,  as  Rosenow  has  demonstrated  (19).  Rosenow  determined  the  rate  of 
autolysis  by  means  of  the  Sorensen  method. 

Using  the  Folin  method  and  coagulating  by  means  of  heat  and 
acid,  we  have  not  been  able  to  convince  ourselves  that  the  pneumo- 
coccus undergoes  autolysis  more  readily  than  other  organisms.  In 
one  experiment  the  following  rate  of  autolysis  to  non-coagulable 
forms  of  nitrogen  was  noted: 

Ars.  per  cent. 

Pneumococcus  24  6 

48  II 

Typhoid    24  4 

48  25 

Staphylococci    24  30 

48  45 

It  is  possible  that  other  strains  might  show  some  difference.  The 
organisms  used  contained  from  3.6  to  4.7  per  cent  of  total  lipoids; 
the  degree  of  unsaturation  was  not  determined  because  the  amount 
of  lipoids  obtained  was  too  small.     If  the  pneumococcus  at  the  time 
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of  crisis  was  subject  to  extensive  lysis  and  was  the  sole  factor  in  the 
causation  of  the  toxemia,  we  should  expect  an  increase  rather  than 
a  lessening  in  intoxication,  for  during  l)rsis  toxic  material  is  liberated 
from  the  organism. 

The  fact  which  we  wish  to  emphasize  is  the  great  mass  of  fibrin 
and  leucocytic  debris  which  dominates  the  pneumonic  picture.  This 
to  all  intents  and  purposes  represents  foreign  proteins  as  far  as  the 
lung  is  concerned  and  while  undergoing  solution  must  g^ve  rise  to 
toxic  split  products.  While  the  inhibitory  factors  are  in  the  ascend- 
ency, this  material  is  undergoing  a  very  slow  autolysis  with  the 
splitting  proceeding  only  to  the  higher  and  toxic  products  which  are 
absorbed  as  such.  The  balance  being  once  destroyed,  and  the  auto- 
lytic  process  allowed  full  sway,  the  splitting  proceeds  much  farther 
to  non-toxic  products.  This  period  is  characterized  clinically  by  the 
greatest  excretion  of  nitrogen  following  immediately  upon  the  crisis. 
We  believe  that  it  is  this  factor  (to  which  Cole  (20)  has  already 
referred)  that  must  be  taken  into  consideration  when  we  seek  to 
define  the  various  potentially  pyrogenic  sources. 

We  regard  the  amount  of  proteoses  present  in  the  serum  as  an 
indication  that  such  a  condition  actually  obtains.  It  will  be  noted 
from  the  various  determinations  made  that  these  reach  two  or  three 
times  the  amount  present  in  the  early  serum  samples  and  fall  off 
quite  markedly  after  crisis.  These  must  be  derived  either  from  the 
resolving  lung  tissue,  or  the  tissue  cells  in  general,  for  their  amount 
is  too  large  for  the  pneumococcus  protein  to  be  considered  their 
source.  It  is  recognized  clinically  that  fibrin  and  blood  clots  or 
aseptic  tissue  autolysis  in  general  give  rise  to  a  febrile  condition  as 
readily  as  an  accumulation  of  leucocytes  among  which  the  infecting 
organism  may  have  completely  disappeared.  The  source  of  the 
toxin  here  is  quite  palpably  the  autolyzing  homologous  proteins. 
It  seems  only  reasonable,  therefore,  that  the  same  condition,  even  in 
an  exaggerated  form,  should,  during  the  pneumonic  process,  give 
rise  to  an  intoxication.  Under  such  circumstances  the  pneumococ- 
cus intoxication  propter  would  be  only  an  accessory  factor,  and 
would  account  for  the  fact  that  the  rapid  destruction  of  the  organ- 
isms which  must  occur  during  and  after  the  crisis  is  accompanied  by 
no  further  evidence  of  intoxication. 
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CONCLUSIONS. 

1.  The  crisis  in  pneumonia  is  usually  accompanied  by  (a)  de- 
crease in  the  serum  antiferment;  (b)  the  mobilization  of  a  non- 
specific protease  in  the  serum;  (c)  an  increase  in  serum  lipase;  (d)  a 
decrease  in  the  non-coagulable  nitrogen,  and  of  the  proteoses  in  the 
serum. 

2.  The  crisis  is  associated  with  the  beginning  of  an  active  autol- 
ysis, the  latter  depending  on  an  altered  relation  between  the  fer- 
ment-anti  ferment  balance. 

3.  The  fibrin  and  leukocytic  debris  must  be  considered  as  one  of 
the  potential  sources  of  toxic  substances.  With  rapid  autolysis 
proceeding,  only  non-toxic  materials  are  absorbed. 
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SERUM  CHANGES  FOLLOWING  KAOLIN  INJECTIONS. 

Studies  on  Ferment  Action.     XXV. 

By  JAMES  W.  JOBLING,  M.D,  WILLIAM  PETERSEN,  M.D.,  and 
A.  A.  EGGSTEIN,  M.D. 

(From  the  Department  of  Pathology,  Medical  Department,  Vanderbilt  Univer- 
sity, Nashville.) 

(Received  for  publication,  May  19,  1915.) 

The  observation  of  Keysser  and  Wassermann  (i),  that  the  serum  of  certain 
animals  becomes  toxic  when  incubated  with  an  inert  substance  such  as  kaolin, 
has  stimulated  considerable  interest  in  the  mechanism  of  the  reactions  that  occur. 
Keysser  and  Wassermann  considered  the  phenomenon  due  to  an  adsorption  of 
amboceptor.  Gengou  had  noted  that  quite  indifferent  substances  (he  used  barium 
sulphate  and  calcium  fluoride)  were  hemolytic  and  that  this  effect  was  held  in 
abeyance  by  serum. 

Friedberger  and  Kumagai  (2)  made  similar  observations  with  kaolin  and 
determined  that  the  serum  albumin  and  globulin  protected  against  the  hemolytic 
effect,  while  the  split  products  of  the  proteins  protected  in  a  degree  correspond- 
ing to  their  complexity.  They  decided  that  the  inhibiting  substance  of  the  serum 
was  not  lipoidal,  for  they  found  that  if  they  washed  the  serum  ten  times  with 
ether  the  serum  still  protected.  They  do  not  explain  the  loss  of  the  inhibitory 
efjfect  of  the  serum,  for  if  this  is  due  solely  to  protein  bodies  we  can  hardly  sec 
why  single  or  even  repeated  treatments  with  the  kaolin  should  exhaust  the  serum. 

Friedberger  at  first  considered  the  effects  of  intravenous  injection  of  inert 
substances,  such  as  kaolin,  as  purely  mechanical,  i.  e.,  plugging  of  the  capillaries 
of  the  brain  and  lung,  in  this  way  leading  to  an  acute  death.  Later,  however, 
together  with  Tsuneoka  (3)  he  admitted  that  the  toxic  effect  could  not  be  so 
interpreted,  for  after  treatment  with  serum  the  kaolin  was  non-toxic 

In  previous  papers  (4)  we  have  developed  the  idea  that  it  is  the 
serum  an ti  ferment  which  is  most  readily  adsorbed  from  the  serum 
by  inert  substances  such  as  kaolin  and  barium  sulphate.  By  such 
adsorption  local  areas  of  anti ferment  deficiency  are  formed  where 
proteolysis  can  take  place,  with  a  resulting  production  of  toxic  split 
products.  Inasmuch  as  this  is  the  mechanism  in  anaphylatoxin  for- 
mation we  might  expect  that  the  intravital  injection  might  give  evi- 
dences of  a  similar  condition.  The  following  experiments  have  been 
carried  out  with  this  point  in  view. 
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EXPERIMENTAL. 

Dog  //.—Weight  5.5  kilos.  0.05  gm.  of  kaolin  suspension  was  injected  in- 
travenously at  9.15  a.  m.  The  animal  showed  evidence  of  malaise;  was  nau- 
seated ;  temperature  increased  slightly  after  i  hour  but  fell  in  the  afternoon. 

From  Text-fig.  i  it  will  be  observed  that  there  was  at  first  a  sharp 
rise  in  the  anti ferment,  followed  by  a  gradual  decline.  The  serum 
lipase  showed  a  slight  decrease,  as  did  also  the  protease.    A  second 
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Text-Fig.  i.  Text-Fig.  i  a. 

Text- Figs,  i  and  i  a.     Serum  changes  following  intravenous  kaolin  injections. 

injection  was  made  4  days  later  (Text-fig.  i  a),  double  the  amount 
of  the  first  injection  being  used  (o.i  gm.).  The  temperature  and 
the   leucocytic   reaction    were   similar,    although    the   anti  ferment 
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Text-Fig.  2.  Text-Fig.  2  a. 

Text-Figs.  2  and  2  a.    Serum  changes  following  intravenous  kaolin  injections. 
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showed  less  alteration.  In  the  afternoon  there  was  a  considerable 
increase  in  the  non-coagulable  nitrogen  in  the  serum.  The  pro- 
tease was  only  temporarily  increased. 

Dog  66. — Weight  6  kilos.  0.5  gm.  of  kaolin  was  injected  at  9.45  a.  m.  (Text- 
fig.  2  a).  This  amount  caused  complete  prostration  with  nausea,  vomiting,  and 
diarrhea.    The  blood  taken  15  minutes  after  the  injection  remained  fluid. 

As  will  be  noted  from  Text-fig.  2  a  there  was  an  immediate  rise  in 
ant i  ferment,  followed  by  a  secondary  fall  with  recovery  the  fol- 
lowing morning.  The  non-coagulable  nitrogen  decreased  while 
there  was  some  increase  in  the  protease,  which  remained  low 
throughout.  The  lipase  showed  a  gradual  decrease.  There  was  an 
immediate  increase  in  the  proteoses  in  the  serum,  while  at  the  same 
time  a  slight  decrease  in  amino-acids  was  noted. 

Dog  63, — Weight  6.3  kilos.  Sensitized  Apr.  2,  191 5,  with  horse  serum  albu- 
min.   0.5  gm.  of  kaolin  was  injected  at  9  a.  m.,  Apr.  21,  1915. 

This  animal  differed  in  its  response  in  the  greater  rise  in  tempera- 
ture and  an  immediate  fall  in  anti ferment  (Text-fig.  2);  indeed 
the  antiferment  curve  is  exactly  the  reverse  of  that  of  Dog  66. 
There  was  noted  an  immediate  rise  in  proteoses,  while  the  amino- 
acids  decreased  slightly  as  in  Dog  66. 

The  following  dogs  (Table  I)  received  doses  which  were  almost 
immediately  followed  by  evidence  of  a  profound  shock  and  an  early 
death.     In  each  case  the  symptoms  were  identical. 


Dog  No. 
67 
65 

68 
69 

The  blood  examinations  immediately  before  the  injection  and  at 
the  time  of  death  are  given  in  Table  II. 

It  will  be  observed  that  there  is  a  distinct  increase  in  the  amount 
of  protease  in  the  serum,  as  also  of  the  higher  split  products,  while 
the  amino-acids  show  practically  no  change.  The  antiferment  titer 
is  markedly  increased. 


Weight. 

kilos 

Injection. 

Result. 

5.0 

I     gm. 

kaolin  in  suspension 

Died,  10  min. 

6.2 

0.8    " 

<(       <(           « 

"      20     " 

6.2 

0.6    " 

ii            u                    « 

"        5     " 

6.0 

0.4    " 

U              ti                      « 

"       IS     " 
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TABLE  II. 


6s    Before 
j  After 

69  I  Before 
I  After 


Total  non- 

coagulable 

nitrogen 

per  cc. 

Pro- 
tease 
action 
per  cc. 

Proteoses 
per  5  cc. 
of  serum. 

Amino- 
acids  per 
cc.  (direct 
determi- 
nation). 

mg. 

mg. 

mg. 

mg. 

0.28 

0.22 

0.5 

0.32 

0.32 

0.30 

0.74 

0.30 

0.28 

0.04 

0.45 

0.41 

0.28 

0.37 

0.41 

0.42 

0.31 

0.37 

0.55 

0.32 

0.68 

0.83 

Antiferment  in- 
hibition. 


CC.  N/iooNaOH 

0.5  i7%pero.'icc 

0.2  50%    "     "    " 


2.2 
2.2 


33  7^ 

75% 


0.2 


DISCUSSION. 

The  experiments  which  have  been  detailed  above  give  evidence 
that  the  toxicity  of  an  inert  substance  such  as  kaolin  depends  on 
adsorption  phenomena  which  result  in  protein  splitting.  Friedberger 
and  Tsuneoka  consider  that  an  adsorption  of  certain  substances  from 
cells  essential  to  life  takes  place.  If  that  were  the  case  we  should 
expect  that  the  serum  would  protect  against  the  toxic  effect,  or,  if 
this  protection  were  not  sufficient,  that  the  red  cells  would  be  the 
first  to  be  injured  with  a  resulting  hemolysis.  This,  however,  never 
takes  place  in  vivo,  even  during  the  acute  shock.  On  the  other 
hand,  the  shock  bears  much  resemblance  to  the  intoxication  brought 
about  by  protein  split  products  in  its  effect  on  coagulation,  gastro- 
intestinal intoxication,  the  immediate  leucopenia,  etc.  If  this  is  the 
case  we  should  expect  to  find  an  increase  in  protein  split  products  in 
the  serum  and  an  increase  in  the  serum  protease. 

That  this  is  actually  the  case  will  be  observed  from  the  text-figures 
and  Table  II.  The  only  difference  to  be  noted  is  the  absence  of  any 
rise  in  the  serum  lipase  which  follows  shock  in  anaphylaxis  and  pep- 
tone poisoning.  If  the  adsorption  that  occurs  when  the  kaolin  reacts 
with  the  serum  in  vitro  or  in  vivo  were  one  of  proteins^  as  Fried- 
berger suggests,  there  would  be  no  occasion  for  protein  splitting. 
If,  on  the  other  hand,  an  adsorption  of  antiferment  occurs  (the 
antiferment  being  lipoidal  is  adsorbed  most  readily  from  the  serum), 
we  can  easily  understand  that  wherever  such  adsorption  is  in  prog- 
ress a  localized  area  of  antiferment  deficiency  must  for  the  moment 
exist  in  which  splitting  can  occur  whenever  ferments  are  present 
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Just  as  in  anaphylatoxin  formation  the  matrix  of  the  split  products 
is  to  be  found  in  the  serum  proteins,  the  kaolin  acts  merely  as  an 
agent  which  for  an  instant  alters  the  normal  ferment-anti  ferment 
balance  and  in  this  way  brings  about  a  protein  intoxication. 

Considering  the  fact  that  the  first  effect  of  acute  shock  is  an  in- 
crease of  proteoses  with  practically  no  effect  on  the  amino-acids,  it 
would  seem  probable  that  the  splitting  takes  place  only  to  the  higher 
stages.  The  splitting  evidently  differs  from  that  occurring  during 
anaphylactic  shock  (s),  when  we  find  first  a  decrease  in  proteoses 
and  an  increase  in  amino-acids,  indicating  a  splitting  through  the  pep- 
tone stage. 

Whether  other  formed  bodies,  such  as  bacteria,  ever  bring  about 
a  toxic  effect  in  this  manner  is  of  interest  rather  from  a  theoretical 
than  a  practical  point  of  view,  for  the  number  of  bacteria  present  in 
the  serum  would  have  to  be  very  great  to  bring  about  marked 
changes.  Bacteria  do,  however,  readily  adsorb  the  serum  lipoids 
(6),  and  it  seems  probable  that  many  of  the  phenomena  which  we 
classify  under  " Serumfesiigkeii"  are  due  to  the  changes  so  brought 
about. 

CONCLUSIONS. 

1.  The  intoxication  produced  by  the  intravenous  injection  of  inert* 
substances  such  as  kaolin  is  due  to  protein  split  products  derived 
from  the  serum  proteins. 

2.  The  kaolin  acts  as  an  adsorbing  medium  for  the  serum  anti- 
ferment,  bringing  about  an  alteration  in  the  ferment-anti  ferment 
balance. 

3.  The  intoxication  is  accompanied  by  an  increase  in  serum  pro- 
tease, and  of  proteoses. 

4.  The  serum  lipase,  the  amino-acids,  and  the  total  non-coagulable 
nitrogen  show  relatively  little  change. 

5.  The  anti ferment  shows  an  initial  increase,  followed  by  a  loss. 
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SERUM  FERMENTS  AND  ANTIFERMENT. 

Studies  on  Ferment  Action.     XXVI. 

By  JAMES  W.  JOBLING,  M.D.,  WILLIAM  PETERSEN,  M.D.,  and 
A.  A.  EGGSTEIN,  M.D. 

(From  the  Department  of  Pathology,  Medical  Department,  Vanderhilt  Univer- 
sity, Nashville.) 

(Received  for  publication,  June  i,  191 5.) 

In  previous  papers  we  have  discussed  the  ferment  changes  that 
occur  in  dogs  during  trypsin,  anaphylactic,  and  kaolin  shock,  noting 
more  particularly  the  relation  of  the  serum  protease  to  the  anti fer- 
ment and  to  the  split  products  contained  in  the  serum,  together  with 
changes  in  the  lipase  content.  In  the  present  paper  we  shall  present 
the  resulting  ferment  changes  following  the  injection  of  various 
protein  derivatives. 

The  fundamental  ideas  of  Vaughan^  relating  to  the  toxicity  of 
protein  split  products  have  been  fully  developed  during  the  course  of 
the  last  few  years;  the  only  element  of  uncertainty  lies  in  the  in- 
terpretation of  certain  phases  of  specificity  of  ferments  which  are 
supposed  to  split  the  native  protein  to  toxic  fragments.  According 
to  Vaughan's  hypothesis,  specific  protease  is  produced  capable  of 
such  function,  a  supposition  which  has  received  much  support  from 
the  work  of  the  Abderhalden  school.  There  is,  however,  certain 
experimental  evidence  to  the  contrary,  indicating  that  the  specific 
element  is  not  due  to  specific  ferment  action,  but  rather  that  the 
splitting  that  occurs  is  due  to  a  non-specific  ferment ;  that  the  split 
products  are  largely  derived  from  the  serum  proteins  and  not  from 
the  injected  antigen ;  while  the  element  of  specificity  lies  in  the  col- 
loidal changes  which  bring  about  a  lowering  of  the  antiferment  titer 
and  in  the  rapid  mobilization  of  the  protease. 

iVaughan,  V.  C,  Vaughan,  V.  C,  Jr.,  and  Vaughan,  J.  W.,  Protein  Split 
Products  in  Relation  to  Immunity  and  Disease,  Philadelphia  and  New  York,  191 3. 
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Text-Fig.  i.  Text-Fig.  i  a.  Text-Fig.  i  b. 

Text-Figs,  i,  i  a,  and  i  b.  Serum  changes  following  intravenous  injections 
of  (Text- fig.  i)  proto-albumoses,  (Text-fig.  i  a)  primary  proteoses,  (Text-fig. 
lb)  secondary  proteoses. 
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While  it  is  tnte  that  every  protein  when  hydrolyzed  will  yield  toxic 
substances,  there  is  considerable  variation  in  the  degree  of  toxicity 
of  the  derivatives  from  different  proteins.  According  to  Baehr^ 
this  difference  has  some  relation  to  the  chemical  configuration  of 
certain  components  of  the  fragments.  It  has  been  found  that  of  the 
various  split  products  the  primary  proteoses  are  in  general  most 
toxic  (Zunz,  Jobling  and  St  rouse,  Zunz  and  Gyorgy),  the  secondary 
proteoses  being  much  less  toxic.  While  shock  produced  by  the  spHt 
products  is  usually  called  peptone  shock,  the  peptones,  as  a  rule,  are 
less  toxic  than  the  primary  proteoses.  The  peptone  preparation 
which  we  have  used  was,  however,  an  exception  to  this  statement, 
displaying  an  instantaneous  and  marked  toxicity.  It  was  prepared 
from  dog  muscle  by  the  usual  method. 

The  technique  used  in  these  experiments  has  been  fully  described 
previously,  so  that  a  repetition  will  be  superfluous. 

EXPERIMENTAL. 

Effect  of  Primary  Proteoses. 

Dog  28. — Weight  7  kilos.  0.2  gm.  of  proto-albumoses  (prepared  by  peptic 
digestion  of  dog  serum)  was  injected  intravenously  at  9.45  a.  m.  The  dog 
showed  practically  no  evidence  of  malaise,  although  there  was  a  slight  primary 
fall  in  the  leucocytes  with  a  rise  during  the  afternoon. 

There  was  practically  no  change  in  the  ferments  and  the  anti  fer- 
ments ;  the  non-coagulable  nitrogen  decreased  slightly,  although  the 
amino  nitrogen  and  the  proteoses  were  unaltered. 

Dog  /o.—Weight  8.1  kilos.  0.5  gm.  of  proto-albumoses  (from  Witte's  pep- 
tone) was  injected  intravenously  at  8.20  a.  m.  The  dog  became  nauseated  and* 
vomited  almost  immediately;  it  showed  extreme  prostration  during  the  after- 
noon and  died  during  the  night  (Text-fig.  i). 

Dog  //.— Weight  6.6  kilos.  0.5  gm.  of  primary  proteoses  (from  Witte's  pep- 
tone) was  injected  intravenously  at  9  a.  m.  Manifestations  of  intoxication 
were  the  same  as  in  Dog  70.    Death  occurred  during  the  night  (Text-fig.  i  a). 

In  both  these  experiments  there  will  be  noted  an  immediate  rise 
in  the  anti  ferment  with  a  subsequent  fall;  a  mobilization  of  protease 
more  marked  in  Dog  71 ;  a  rather  sharp  rise  in  the  serum  lipase;  and 
a  distinct  decrease  in  the  serum  proteoses  and  amino  nitrogen.     It  is: 

2  Baehr,  G.,  Proc.  N.  Y.  Path.  Soc,  1913,  xiii,  151. 
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rather  curious  that  the  injection  of  0.5  of  a  gram  of  proteoses  should 
be  followed  by  the  decrease  in  the  amount  of  the  proteoses  in  the 
serum. 

Effect  of  Secondary  Proteoses. 

^og  73, — Weight  6  kilos.  0.5  gm.  of  secondary  proteoses  (from  Witte's  pep- 
tone) was  injected  at  10.50  a.  m.  The  dog  became  somewhat  nauseated  but  did 
not  show  the  extreme  prostration  that  characterized  the  two  previous  dogs;  it 
showed  no  ill  effects  the  following  morning. 

It  will  be  observed  (Text-fig.  i  b)  that  there  occurred  a  well 
marked  rise  in  serum  protease,  while  the  lipase  was  not  affected. 
Proteoses  were  increased  during  the  afternoon,  but  returned  to  nor- 
mal the  following  morning.  The  amino  nitrogen  showed  only  a 
flight  primary  decrease. 

Effect  of  Peptone. 

Dog  74. — Weight  15  kilos.  0.25  gm.  of  muscle  peptone  injected  at  9  a.  m. 
'(Text-fig.  2).  The  animal  was  immediately  prostrated  and  was  nauseated,  after 
which  it  rapidly  recovered  and  showed  no  further  ill  effects. 

As  will  be  observed  from  Text-fig.  2  there  was  almost  an  imme- 
diate rise  in  protease  with  a  following  decHne.  The  anti ferment 
showed  rather  a  marked  fluctuation,  while  the  lipase  showed  only 
a  slight  rise  with  a  fall  in  titer  later.  The  proteoses  were  at  first 
decreased  but  increased  during  the  afternoon.  The  amino  nitrogen 
showed  only  a  slight  increase. 

Dog  43. — Weight  7  kilos.  0.17  gm.  of  muscle  peptone  was  injected  intrave- 
nously at  11.30  a.  m.  (Text-fig.  2  a).  The  animal  became  ill  in  a  manner  similar 
to  Dog  74,  and  later  developed  a  paresis  of  the  hind  legs.    Died  at  5  p.  m. 

In  this  animal  the  intoxication  was  more  evident,  both  in  its  effect 
on  the  temperature  and  leucocyte  curve,  and  in  its  effect  on  the 
serum  ferments. 

Dog  47. — Weight  4.5  kilos.  This  animal  was  given  a  very  small  dose  (0.05 
gm.)  of  muscle  peptone  intravenously  at  9  a.  m.,  without  ill  effects  of  any  marked 
degree  except  an  initial  nausea  and  prostration  (Text-fig.  2  b). 

In  contrast  to  the  two  previous  dogs,  however,  there  was  a  con- 
stant fall  in  the  anti  ferment  titer  with  a  recovery  the  following  day, 
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TeXT-FiC.S.  2,  2  a,  AND  2  b. 

tion  of  dog  muscle  peptone. 


Text-Fig.  2  a.  Text-Fig.  2  b. 

Serum  changes  following  the  intravenous  injec- 
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while  the  protease  showed  at  first  a  decline  and  an  increase  during 
the  afternoon.     The  lipase  was  not  increased. 

When  introduced  into  the  stomach  or  rectum  (0.5  of  a  gram)  the 
peptone  was  without  toxic  effect,  and  produced  no  alteration  in  the 
serum.  When  injected  directly  into  the  lumen  of  the  small  intes- 
tines, however,  death  resulted  within  five  to  ten  minutes,  the  animal 
presenting  the  picture  of  profound  shock. 

CONCLUSIONS. 

1.  In  dogs  the  toxic  effect  of  primary  proteoses  is  usually  asso- 
ciated with  the  following  serum  changes:  (a)  an  increase  in  serum 
antiferment,  with  a  following  fall  in  titer;  (b)  some  increase  in 
serum  protease;  (c)  an  increase  in  serum  lipase;  (d)  a  decrease 
in  serum  proteoses  and  amino  nitrogen. 

2.  Secondary  proteoses  produce  (a)  less  marked  changes  in  the 
antiferment  titer;  (b)  a  marked  increase  in  serum  protease;  (c)  an 
increase  in  serum  proteoses;  (d)  only  a  slight  change  in  serum 
lipase;  (e)  a  primary  decrease  in  amino  nitrogen. 

3.  The  peptone  which  we  have  used  (prepared  from  dog  muscle) 
caused  (a)  a  change  in  antiferment  titer  similar  to  that  produced  by 
the  primary  proteoses;  (b)  a  marked  increase  in  serum  protease; 
(c)  only  a  slight  increase  in  serum  lipase;  (d)  a  primary  decrease 
in  proteoses,  followed  by  an  increase  later;  (e)  an  increase  in  amino- 
acids. 

4.  A  very  small  dose  of  peptone  resulted  in  a  decrease  in  anti- 
ferment titer,  together  with  a  primary  decrease  in  serum  protease. 

5.  The  peptone  preparation  was  non-toxic  when  introduced  into 
the  stomach  or  rectum,  while  the  intestinal  injection  was  followed 
by  an  immediate  intoxication. 

We  desire  to  express  our  appreciation  to  Messrs.  T.  B.  and  Paul 
Christian,  who  have  materially  assisted  in  various  phases  of  this 
work. 
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THE  EFFECT  OF  KILLED  BACTERIA  ON  THE  SERUM 
FERMENTS  AND  ANTIFERMENT. 

Studies  on  Ferment  Action.    XXVII. 

By  JAMES  W.  JOBLING,  M.D.,  WILLIAM  PETERSEN,  M.D.,  and 
A.  A.  EGGSTEIN,  M.D. 

(^From  the  Department  of  Pathology,  Medical  Department,  Vanderhilt  Univer- 
sity, Nashville.)  , 

(Received  for  publication,  June  i,  1915.) 

In  a  study  of  the  serum  reactions  brought  about  by  the  injection 
of  foreign  substances,  interest  naturally  centers  on  changes  pro- 
duced by  the  injection  of  various  bacteria.  That,  apart  from  the 
well  known  immunity  reactions,  certain  changes  occur  in  the  fer- 
ments of  the  serum  when  bacteria  cause  a  reaction  on  the  part  of  the 
host  has  become  evident  during  the  past  few  years,  largely  through 
a  study  of  anaphylaxis  and  its  correlation  with  immunological 
phenomena.  The  work  of  Vaughan,  of  Kraus,  Pfeiffer,  Fried- 
berger,  de  Waele,  Zunz,  and  many  others,  has  emphasized  the  im- 
portance of  protein  intoxication,  and,  as  a  corollary,  that  of  the 
ferments  which  bring  about  a  lysis  of  the  bacterial  protein.  In  this 
way  the  study  of  the  phenomena  of  infection  and  immunity  has 
gradually  centered  about  the  idea  that  the  hydrolyzed  protein  of  the 
bacterium  was  responsible  for  the  intoxication,  while  the  unaltered 
protein  was  the  cause  of  the  immunity  reaction. 

More  recently  the  subject  has  been  somewhat  confused  rather 
than  aided  by  the  endeavor  to  demonstrate  specific  protease  action 
and  in  this  way  possibly  to  connect  the  simple  antibody  reactions 
with  the  hydrolysis  which  results  in  an  intoxication.  In  a  recent 
paper  ( i )  we  have  sought  to  demonstrate  that  the  methods  used  and 
the  results  obtained  in  the  course  of  such  studies  were  seriously 
to  be  questioned ;  that  the  serum  protease  was  not  specific,  but  poly- 
valent; that  in  many  instances  the  antigen  was  not  the  substrate 
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which  yielded  the  split  products,  but  that  they  were  derived  from 
the  serum  supposed  to  contain  the  specific  ferment. 

The  older  idea  of  Pfeiffer  that  the  bacterium  contained  a  pre- 
formed toxic  substance  which  became  evident  on  lysis  has  been  grad- 
ually superseded,  and  the  emphasis  placed  on  the  theory  that  the 
non-toxic  proteins  of  the  bacteria  cell  are  hydrolyzed  to  toxic  sub- 
stances. There  are,  however,  certain  facts  which  have  not  been 
taken  into  consideration  in  the  development  of  this  hypothesis. 
They  are  as  follows:  (i)  bacteriolysis  has  been  confused  with 
proteolysis,  despite  the  fact  that  intact  organisms  are  quite  resistant 
to  proteolytic  ferments;  (2)  bacteria  adsorb  anti ferment  from  the 
serum  and  in  this  way  become  even  more  resistant  to  proteolytic 
influence;  (3)  the  serum  contains  an  antifemient  which  prevents 
the  splitting  of  native  proteins,  but  does  not  prevent  the  splitting  of 
the  higher  split  products  to  amino-acids;  (4)  simple  lysis  of 
cells,  as,  for  instance,  by  grinding  and  freezing,  as  Cole  (2)  has 
recently  shown  for  pneumococci,  may  free  substances  which  are 
toxic  in  a  degree  and  manner  similar  to  the  protein  split  products 
derived  in  other  ways;  (5)  the  amount  of  preformed  'split  products 
in  the  cell,  which  are  set  free  by  simple  lysis,  has  been  ignored. 

In  the  following  experiments  we  have  used  dried,  killed  organisms 
so  that  we  might  work  with  constant  amounts  and  the  factor  of  in- 
travital multiplication  be  obviated. 

The  technique  used  in  the  determinations  of  the  serum  ferments, 
anti  ferment,  and  split  products  has  been  previously  described  (3). 

EXPERIMENTAL. 

Typhoid  Bacteria, 

Dog  20. — Weight  7  kilos.  20  mg.  of  dried  typhoid  organisms  were  suspended 
in  saline  solution  and  injected  intravenously  at  9.30  a.  m.  (Text-fig.  i).  The 
animal  became  ill  shortly  after  the  injection,  was  prostrated  gradually,  and  died 
during  the  course  of  the  night. 

As  will  be  observed  from  Text-fig.  i,  the  temperature,  except 
for  a  slight  initial  rise,  decreased  during  the  afternoon,  while  the 
leucocyte  curve  at  firs\  declined  and  later  increased.  The  anti  fer- 
ment showed  little  alteration.     The  most  striking  changes  are  noted 
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in  the  serum  protease  and  lipase  which  increased  to  more  than 
ten  times  their  original  titer.  The  non-coagulable  nitrogen  also 
increased  after  a  slight  initial  decrease. 
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Text-Fig.  i.  Text-Fig.  i  a.  Text-Fig.  i  b. 

Text-Figs,  i,  i  a,  and  i  b.  Serum  changes  following  intravenous  injection 
of  typhoid  bacilli;  (Text-fig.  i),  20  mg.,  (Text-fig.  i  a),  10  mg.,  (Text-fig.  i  b), 
ID  mg.,  second  injection. 

The  next  dog  was  given  a  similar  dose  but  in  two  injections. 

Dog  38. — Weight  4  kilos.  10  mg.  of  dried  typhoid  bacteria  were  injected  at 
9  a.  m. ;  a  second  injection  of  10  mg.  was  made  at  11  a.  m     Died  at  5  p.  m. 

This  experiment  showed  a  similar  increase  in  serum  lipase  and 
protease,  although   following  the  second  injection  there  was  no 
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f  ariher  increase  in  protease,  and  a  drop  occurred.     The  antifermenl 
showed  no  marked  changes. 

In  the  following  dog  a  small  dose  was  given  after  an  interval  of 
several  days'. 

Dog  22. — Weight  6.5  kilos.  10  mg.  of  dried  typhoid  bacteria  were  injected  at 
9.15  a.  m.,  Feb.  23,  1915  (Text-fig.  i  a).  A  second  injection  was  made  after  8 
days,  on  Mar.  3,  at  11  a.  m.  (Text-fig.  i  b). 

The  animal  in  both  instances  showed  the  usual  evidences  of  illness. 
From  Text-figs,  i  a  and  i  b  it  will  be  observed,  however,  that,  follow- 
ing the  second  injection,  the  mobilization  of  the  protease  was  more 
rapid  than  after  the  first  injection,  and  the  rise  in  lipase  was  more 
marked.  This  is  the  condition  usually  occurring  during  sensitiza- 
tion (4).  The  ant i ferment  showed  less  change  the  second  time 
than  the  first,  while  the  temperature  and  the  leucocyte  count  showed 
evidence  of  even  a  more  marked  intoxication. 

Various  Organisfns. 

Dog  3$. — Weight  4  kilos.  10  mg.  of  dried  subtilis  bacilli  were  injected  at 
9  a.  m. 

In  this  instance,  while  there  was  some  change  in  the  leucocyte 
count  and  a  slight  rise  in  temperature  the  only  marked  change  oc- 
curred in  the  anti  ferment,  which  fell  following  the  injection  but 
increased  later.     The  lipase  increased  slightly. 

Dog  21. — Weight  4  kilos.  50  mg.  of  dried  diphtheria  bacilli  were  injected  at 
10.30  a.  m.  (Text-fig.  2). 

The  animal  responded  by  a  distinct  rise  in  temperature  and  leu- 
copenia.  There  was  an  immediate  rise  in  protease,  while  the  lipase 
mcreased  progressively  until  the  following  morning.  The  anti- 
ferment  was  unaltered. 

These  two  organisms  differ  widely  in  their  resistance  to  tryptic 
digestion.  Bacillus  subtilis  contains  only  a  small  amount  of  lipoids, 
autolyzes  readily,  and  contains  preformed  a  considerable  amount  of 
non-coagulable  nitrogen.  Diphtheria  bacilli,  on  the  other  hand,  con- 
tain considerable  anti  ferment,  are  very  resistant  to  tryptic  digestion, 
and  contain  only  a  very  small  amount  of  non-coagulable  nitrogen. 
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Typhoid  organisms  occupy  rather  an  intermediate  position  (5).  It 
is  interesting  that  the  rise  in  lipase  following  the  diphtheria  injec- 
tion occurs  at  a  much  later  period  than  after  typhoid  injections. 

Dog  52. — Weight  4.5  kilos.    20  mg.  of  dried  pneumococci   (Neufeld  strain) 
were  injected  at  11  a.  m. 
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Text-Fig.  2.      Serum  changes  following  intravenous  injection  of  diphtheria  bacilli. 

There  resulted  a  rise  in  temperature  to  105°  F.,  and  the  leucocytes 
showed  a  primary  rise.  The  serum,  however,  showed  no  marked 
changes ;  it  is  quite  evident  from  this  experiment  that  the  tempera- 
ture curve  bears  no  direct  relation  to  the  ferment  changes. 

In  the  following  experiments  the  serum  proteoses  and  amino 
nitrogen  have  been  detennined  in  addition  to  the  ferment  changes. 
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Text-Fig.  3.  Text-Fig.  3  a. 

Text-Figs.  3  and  3  a.    Serum  changes  following  intravenous  injection  of  (Text- 
fig.  3)  staphylococci  and  (Tex<^-fig.  3  a)  tubercle  bacilli. 
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Dog  76, — Weight  5.4  kilos.  10  mg.  of  typhoid  bacteria  were  injected  at  9 
a.  m.    Death  at  4  p.  m. 

The  ferment  changes  were  typical,  the  serum  protease  increasing 
from  0.05  to  0.7,  the  lipase  from  1.2  cc.  to  7  cc.  at  the  time  of  death. 
There  was  a  slight  increase  in  serum  proteoses  while  the  amino 
nitrogen  showed  a  primary  decrease. 

Dog  7^.— Weight  6  kilos.  50  mg.  of  dried  Staphylococcus  aureus  were  in- 
jected at  9.30  a.  m.  The  animal  remained  well  and  showed  no  evidence  of  the 
intestinal  irritation  always  observed  after  injections  of  typhoid  bacteria. 

There  will  be  observed,  however,  a  sharp  rise  in  temperature 
(Text-fig.  3),  together  with  a  marked  fall  in  the  anti ferment  titer. 
Protease  and  lipase  increased,  but  returned  to  normal  the  following 
day.  Serum  proteoses  increased,  while  the  amino  nitrogen  showed 
a  slight  decrease. 

Dog  79. — Weight  5.5  kilos.  100  mg.  of  dried  tubercle  bacilli  (human)  were 
injected  at  noon  (Text-fig.  3  a).  While  the  temperature  and  leucocyte  curve 
rose  considerably,  the  animal  remained  quite  well  and  was  free  from  nausea  or 
gastro-intestinal  symptoms. 

The  serum  ferment  remained  unaltered,  while  the  anti  ferment 
titer  showed  some  changes.  The  proteoses  at  first  decreased,  but 
returned  to  slightly  above  normal  the  following  day.  The  amino 
nitrogen  showed  a  slight  decrease  after  twenty-four  hours. 

DISCUSSION. 

Incidental  to  the  study  of  anaphylaxis  (4),  we  have  shown  that 
the  primary  injection  of  protein,  while  it  may  be  associated  with 
malaise,  a  rise  in  temperature,  and  a  leucopenia,  is  not  associated 
with  a  change  in  protease,  whereas  the  split  products  of  proteins,  as 
illustrated  in  the  preceding  paper,^  may  give  rise  to  such  a  mobiliza- 
tion. It  becomes  quite  evident,  therefore,  when  we  examine  the 
effects  produced,  for  instance,  by  typhoid  bacteria,  that  the  toxicity 
cannot  be  due  to  the  effect  of  the  native  protein  unless  that  protein  is 
immediately  hydrolyzed  to  its  toxic  components.  We  must  assume 
either  that  such  splitting  takes  place  immediately  on  injection,  or  that 

1  Jobling,  J.  W.,  Petersen,  W.,  and  Eggstein,  A.  A.,  Jour.  Expcr.  Med,,  19x5, 
xxii,  597. 
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a  simple  lysis  due  to  other  causes  sets  free  preformed  toxic  substances. 
Inasmuch  as  specific  ferments  are  quite  out  of  question  at  the  time 
of  the  primary  injection,  we  must  acknowledge  that  whatever  split- 
ting may  occur  is  due  to  a  non-specific  protease.  Pfeiflfer  (6)  has 
recently  made  observations  following  intoxication  by  bums  and 
photodynamic  agents,  in  which  he  determined  the  proteolytic  strength 
of  the  serum  with  glycyltryptophane.  He  noted  an  increase  follow- 
ing the  intoxication,  and  discusses  the  possible  relation  of  such  fer- 
ments to  the  so  called  "  Abwehrfermente/' 

It  is  quite  evident  from  the  text-figures  that  if  the  development  of 
toxicity  depends  on  soluble  substances  derived  from  the  killed  or- 
ganisms, these  substances  are  at  least  in  part  preformed. 

The  relative  toxicity  bears  some  relation  to  the  degree  of  resist- 
ance of  the  organism  to  the  proteolytic  ferment.  This  is  noted  with 
the  tubercle  bacillus  (Text-fig.  3  a),  which  in  large  doses  has  caused 
a  rise  in  temperature  but  no  change  in  the  ferments.  The  diphtheria 
organism  (Text-fig.  2),  which  is  also  quite  resistant,  shows  a  maxi- 
mum rise  in  lipase  only  after  twenty-four  hours,  while  the  staphy- 
lococcus (Text-fig.  3 ) ,  less  resistant,  shows  a  prompter  effect.  When 
we  compare  the  toxicity  of  subtilis  and  typhoid  bacilli,  however,  re- 
sistance to  digestion  cannot  be  the  most  important  factor,  for  the 
subtilis  bacillus  is  rather  easily  digested,  at  least  as  easily  as  the 
typhoid  bacillus,  whereas  the  toxic  manifestations  are  quite  out  of 
proportion  in  the  case  of  typhoid  injection. 

Under  these  circumstances  we  are  rather  of  the  opinion  that  pro- 
teolysis, in  so  far  as  it  relates  to  the  production  of  toxic  substances 
from  bacteria  in  vivo,  is  not  to  be  emphasized  as  the  sole  agent  in 
the  mechanism,  but  rather  that  certain  organisms  contain  preformed 
toxic  split  products  which  may  be  liberated  during  bacteriolysis,  a 
reaction  in  which  proteolysis  has  no  part  as  yet  demonstrable.  On 
the  contrary,  it  would  seem  warrantable  to  suppose  that  in  the  serum 
the  protease  might  act  rather  as  a  detoxicating  agent,  in  that  it  is  able 
to  split  the  toxic  fragments  to  the  non-toxic  amino-acids.  In  this 
reaction  the  anti ferment  plays  no  part,  for  it  seems  to  act  only  in 
inhibiting  the  splitting  of  the  native  proteins  to  toxic  fragments. 
The  mobilization  of  the  protease,  as  of  the  lipase,  occurs  as  a  result 
of  cellular  injury,  but  is  not  necessarily  associated  with  the  febrile 
reaction. 
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CONCLUSIONS. 

1.  The  intravenous  injection  of  killed  organisms  is  followed  by 
the  mobilization  of  a  non-specific  protease  and  lipase;  the  rapidity 
and  extent  of  this  reaction  depend  upon  the  toxicity  of  the  organism 
and  on  the  resistance  of  the  organism  to  proteolysis. 

2.  The  temperature  and  leucocytic  curve  bear  no  relation  to  the 
ferment  changes. 

3.  The  serum  antiferment  is  usually  increased  after  the  injection. 

4.  Of  the  organisms  studied,  the  typhoid  bacilli  produced  the  most 
marked  ferment  changes,  and  the  tubercle  bacilli  the  least. 

5.  The  toxicity  of  the  dried  organisms  cannot  depend  wholly  upon 
proteolysis  in  vivo,  but  must  depend  in  part  on  the  preformed  toxic 
substances  liberated  on  lysis. 

6.  Serum  protease  Should  not  be  considered  as  the  sole  exciter  of 
intoxication  through  the  production  of  protein  split  products;  it 
seems  possible  that  its  function  may  in  part  be  one  of  detoxication. 
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A  STUDY  OF  THE  CULTIVATION  OF  THE  TUBERCLE 

BACILLUS  DIRECTLY  FROM  THE  SPUTUM 

BY  THE  METHOD  OF  PETROFF. 

By  ROBERT  A.  KEILTY,  M.D. 

(From  the  McManes  Laboratory  of  Pathology  of  the  University  of  Pennsylvania, 

Philadelphia,) 

(Received  for  publication,  June  14,  191 5.) 

The  purpose  of  this  paper  is  to  confirm  the  work  of  PetroflP  in  a 
recent  paper  on  the  cultivation  of  the  tubercle  bacillus  and  to  add  a 
little  from  my  own  experience  with  the  method. 

Briefly,  as  outlined  by  Petroff,  the  sputum  is  mixed  with  a  3  per 
cent  sodium  hydroxide  solution  and  incubated  for  a  period  of  thirty 
minutes  at  37°  C.  This  is  neutralized  to  sterile  litmus  paper  with 
normal  hydrochloric  acid,  centrifugalized,  and  the  sediment  inocu- 
lated on  a  veal-egg  medium  to  which  gentian  violet  in  the  dilution 
of  I  to  10,000  has  been  added. 

From  the  standpoint  of  the  general  pathologist,  since  I  had  had 
variable  results  from  antif ormin,  it  seemed  to  me  that  if  this  method 
were  available  many  avenues  were  opened  up  for  the  study  of  this 
organism  in  pure  culture.  It  was  therefore  tried  out  in  a  series 
of  twenty-five  known  positive  sputa.  At  the  same  time  other 
media,  concerning  which  I  hope  to  report  later,  were  used  as 
controls. 

Many  tubes  were  planted  from  each  case,  some  with  a  platinum 
loop,  and  others  by  means  of  a  sterile  pii>ette.  The  latter  is  very 
satisfactory  for  inoculating  a  series  of  tubes  rapidly  with  consider- 
able amounts  of  material. 

My  results  in  the  use  of  this  method  at  first  were  discouraging, 
but,  as  often,  the  fault  or  faults  were  mine  and  not  the  method's. 

«  1  PetroflF,  S.  A.,  A  New  and  Rapid  Method  for  the  Isolation  and  Cultivation 
of  Tubercle  Bacilli  Directly  from  the  Sputum  and  Feces,  Jour,  Exper.  Med., 
1915,  xxi,  38. 
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Out  of  the  twenty-five  cases,  from  the  last  series  of  seven  planted 
on  twenty-one  tubes  I  was  able  to  secure  ten  tubes  of  gentian 
violet-egg-veal  media  with  a  pure  culture  of  tubercle  bacillus.  Since 
my  purpose  was  to  test  the  method  not  so  much  for  its  rapidity  as 
for  its  availability  in  isolating  tubercle  bacilli  from  generally  con- 
taminated material  I  think  it  may  be  stated  that  the  method  offers 
unlimited  possibilities. 

My  failures  may  be  grouped  under  three  headings:  drying,  no 
growth,  and  contamination.  Drying  of  this  medium  in  the  incu- 
bator and  even  at  room  temperature  is  very  marked,  so  that  it  may 
be  necessary  to  add  a  few  cubic  centimeters  of  sterile  water  to 
unused  media  kept  only  for  a  short  time.  Petroff  also  advises  leav- 
ing the  freshly  inoculated  tubes  in  the  incubator  for  a  few  days 
imtil  the  moisture  carried  from  the  centrifuge  tubes  is  absorbed  and 
then  paraffining  the  tubes.  This  has  eliminated  the  question  of  dry- 
ing. Secondly,  no  growth  took  place  where  known  positive  organ- 
isms existed.  From  my  experience  the  reason  for  this  probably 
was  the  neutralization  of  the  sodium  hydrate  solution.  As  the  neu- 
tral point  is  reached  the  liquid  assumes  a  milky  appearance.  It 
would  seem  that  it  is  better  to  stop  just  here,  leaving  the  solution 
possibly  a  little  alkaline  in  reaction.  Thirdly,  contamination  is 
somewhat  harder  to  explain.  Contamination  usually  resulted  in 
liquefaction  of  the  medium.  In  my  experience  it  occurred  mostly 
in  tubes  without  gentian  violet,  although  some  of  the  latter  also 
suffered.  Here  (aside  from  the  question  of  technique,  for  some 
of  my  contaminations,  e,  g.,  with  subtilis  and  spores,  were  due  to 
errors  in  technique)  there  still  remain  some  organisms  which  this 
method  will  not  eliminate.  These  contaminations  in  some  instances 
were  due,  in  spite  of  care,  to  the  frequent  daily  examinations  of 
many  of  the  tubes.  The  temperature  of  the  incubator  is  an  im- 
portant point  in  successful  cultivation;  the  maximum  of  range 
should  be  between  37°  and  38°  C. 

As  to  the  rapidity  of  growth  much  cannot  be  stated  as  yet.  At 
the  end  of  three  weeks'  incubation,  however,  well  marked  colonies 
appear  which  will  continue  to  grow  at  room  temperature.  They 
start  as  small  pin  points,  becoming  multiple  small,  raised,  grayish 
yellow  points  about  i  mm.  in  diameter  at  the  end  of  two  months. 
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Where  they  become  confluent  they  preserve  their  original  colonies, 
growing  upon  one  another. 

Microscopically  these  cultures  bear  out  the  statement,  which  is 
often  made,  that  the  tubercle  bacillus  has  no  morphology.  It  is 
acid-fast,  resisting  30  per  cent  hydrochloric  acid  for  at  least  thirty 
seconds;  no  pleochromatic  forms  are  encountered.  It  occurs  as 
rods,  straight,  curved,  long,  short,  broad,  thick,  and  thin;  as  small, 
large,  and  mostly  single  cocci;  occasionally  it  resembles  a  strepto- 
coccus; forms  similar  to  the  diphtheria  bacillus  are  seen,  but 
larger,  dumb-bell-shaped,  clubbed,  barred,  and  granular.  The 
beaded  appearance  of  the  original  organism  from  the  sputum  is  con- 
spicuous by  its  absence.  Branching  forms  are  encountered  and, 
aside  from  the  question  of  overlying,  a  Y-shape  is  the  most  fre- 
quent. The  predominating  type  is  a  slightly  curved,  short,  moder- 
ately thin,  solid  rod  with  denser  granules  at  one  or  both  ends. 

CONCLUSIONS. 

1.  Probably  in  the  majority  of  cases  it  is  possible,  with  scrupulous 
technique,  to  isolate  the  tubercle  bacillus  from  contaminated  material 
such  as  the  sputum,  by  the  method  outlined  by  Petroff. 

2.  It  is  necessary  to  use  several  tubes. 

3.  Neutralization,  drying,  temperature  of  the  incubator,  and 
contamination  after  the  growth  has  started  are  important  points  to 
be  noted  in  the  process. 

4.  The  colonies  start  as  pin  points,  becoming  larger  and  confluent, 
but  still  preserving  individual  groups  of  a  dry  appearance  which  sim- 
ulate the  medium  closely  in  color. 

5.  The  bacillus  of  tuberculosis  in  young  culture  is  tinctorially  add- 
fast  and  of  a  polymorphous  morphology. 
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EXPERIMENTAL  ARTHRITIS  IN  THE  RABBIT.     A  CON- 
TRIBUTION TO  THE  PATHOGENY  OF 
ARTHRITIS  IN  RHEUMATIC  FEVER. 

By  HAROLD  KNIEST  FABER,  M.D. 
(Received  for  publication,  July  i6,  1915-) 

The  significance  of  experimental  arthritis  in  the  rabbit  has  for 
many  years  been  a  matter  of  dispute.  This  may  be  attributed  to  the 
lack  of  data  bearing  upon  the  mechanism  involved  in  the  produc- 
tion of  the  lesions.  It  may  be  of  interest  to  scrutinize  the  literature 
for  facts  which  may  relate  to  the  conditions  under  which  arthritis 
is,  or  fails  to  be,  produced. 

The  first  to  produce  arthritis  in  animals  with  pure  cultures  of  streptococci 
was  Loeffler  (i),  who  published  his  results  in  1884.  Making  cultural  examina- 
tions of  the  exudate  in  the  throats  of  patients  with  scarlet  fever  and  diphtheria 
he  isolated,  besides  the  bacillus  which  now  bears  his  name,  several  strains  of 
streptococci,  or  micrococci,  as  he  called  them.  Two  of  these  strains,  one  from 
a  fatal  case  of  scarlet  fever,  the  other  from  a  fatal  case  of  diphtheria,  produced 
suppurative  arthritis  upon  intravenous  inoculation  in  9  out  of  12  rabbits.  With 
Fehleisen's  original  strain  of  Streptococcus  erysipelatis  and  by  the  same  method 
he  then  produced  a  similar  arthritis  in  2  out  of  3  rabbits.  Smears  from  the  pus 
in  all  cases  showed  abundant  organisms  and  cultures  made  from  13  of  them 
showed  growth  in  4,  or  30  per  cent—a  high  figure,  considering  the  relatively 
crude  methods  employed.    Most  of  the  rabbits  died. 

Attention  is  called  to  the  following  points  in  Loeffler's  work.  There  was  be- 
tween the  time  of  injection  and  the  development  of  arthritis  an  incubation  period 
of  4  to  8  days,  during  which  the  animals  were  apparently  normal.  Arthritis  fol- 
lowed only  those  injections  which  were  given  intravenously.  Subcutaneous  injec- 
tions were  followed  by  local  infection  usually  ending  in  death  without  the  evolu- 
tion of  joint  lesions.  The  cultures,  as  shown  by  the  mortality,  were  highly  viru- 
lent The  infecting  organism  could  be  easily  demonstrated  in  smears  from  the 
joint  exudate  and  in  a  considerable  percentage  the  cultures  were  also  positive. 

The  streptococcus  isolated  by  Wassermann  (2)  gave  similar  results,  though 
it  was  probably  not  so  virulent.    The  results  are  not  reported  in  detail. 

The  diplococcus  of  Poynton  and  Paine  (3)  produced  arthritis  in  4  out  of  9 
rabbits  injected  (original  report).  The  incubation  period  was  2  to  4  days.  Two 
of  the  affected  rabbits  died  on  the  loth  and  20th  days,  respectively,  and  two 
were  killed.  Only  one  recovered.  Smears  and  cultures  from  the  joint  exudate 
were  constantly  positive.    Here  again  the  strain  was  evidently  highly  virulent. 
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Meyer  (4)  cultivated  streptococci  from  tonsillar  crypts  of  patients  with  rheu- 
matic fever  and  produced. arthritis  in  rabbits  with  these  strains.  The  incubation 
period  was  6  to  8  days  and  it  was  usually  possible  to  demonstrate  the  organisms 
in  numbers  by  smear  and  culture.    Protocols  and  details  are  lacking. 

Cole  (5)  in  1904  made  a  more  careful  study  of  experimental  streptococcal 
arthritis.  Using  several  strains  isolated  from  widely  varying  conditions  he  pro- 
duced with  all  a  definite  arthritis  in  rabbits, — also  by  intravenous  inoculation. 
The  organisms  could  usually  be  easily  demonstrated  in  the  joint  exudate  by 
smear  and  culture. 

The  most  careful  study  of  the  one  injection  arthritis  produced  with  virulent 
streptococci  was  made  by  Jackson  (6).  Using  a  highly  virulent  streptococcus 
isolated  from  the  milk  epidemic  in  Chicago  she  studied  the  joint  reaction  histo- 
logically at  different  periods  after  the  injection.  This  report  shows  that  2  hours 
after  injection  streptococci  could  be  found  in  the  vessels  of  the  periarticular 
tissues,  that  at  10  hours  intravascular  collections  of  leucocytes  were  present, 
while  at  24  hours  exudation  and  migration  of  leucocytes  into  the  joint  cavity 
had  occurred.  There  is  then  a  refractory  period  following  the  arrival  of  organ- 
isms at  the  joint  during  which  no  evident  inflammatory  reaction  occurs,  and 
this  we  may  call  the  incubation  period.  It  must  be  inferred  that  this  reaction 
depends  for  its  promptness  and  severity  upon  the  virulence  of  the  infecting 
organism.  This  is  in  accordance  with  the  experiments  of  Dreyer  (7)  who  found 
that  the  degree  of  reaction  after  injection  of  organisms  into  the  joint  of  the 
rabbit  is  a  good  measure  of  their  virulence.  The  point  of  most  interest  to 
us  in  Cole's  paper  is,  however,  the  fact  that  two  of  his  rabbits,  inoculated 
with  a  less  virulent  strain,  developed  arthritis  only  after  a  second  injection.  In 
one  of  these  rabbits  smears  and  cultures  were  negative  from  all  the  affected 
joints  except  one  and  in  this  both  smear  and  culture  were  positive.  In  several 
of  the  other  animals  spontaneous  recovery  occurred  and  in  these  Cole  was  able 
to  provoke  a  relapse  by  another  intravenous  injection  of  the  same  organism. 
One  attempt  to  cause  a  relapse  with  another  strain  of  streptococcus  failed. 

Shaw  (8)  in  1904  and  Schloss  and  Foster  (9)  in  1913  found  that  in  monkeys 
arthritis  occurred  only  after  the  second  intravenous  injection.  Rothschild  and 
Thalhimer  (10)  in  1913  note  in  their  protocols  that  several  of  their  rabbits  with 
arthritis  following  intravenous  inoculation  of  Streptococcus  mitts,  a  slightly  viru- 
lent organism,  received  five  and  six  injections.  In  about  one-third  of  these, 
cultures  from  the  joint  were  positive. 

It  appears,  then,  that  according  to  the  virulence  of  the  streptococ- 
cus used  and  possibly  also  according  to  the  variety,  two  types  of  reac- 
tion may  occur  after  intravenous  inoculation.  In  one  type,  produced 
by  streptococci  of  high  virulence,  the  joint  is  attacked  after  the  first 
injection.  It  is  to  be  noted,  however,  that  even  in  these  instances  a 
period  of  incubation  is  always  observed.  In  this  type  of  reaction 
cultures  and  smears  from  the  affected  joint  are  usually  positive  and 
the  organisms  are  present  in  considerable  numbers.     In  the  second 
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type  of  reaction  for  which  less  virulent  streptococci  are  used,  no 
demonstrable  joint  lesion  follows  the  first  injection  but  a  very  definite 
arthritis  does  follow  the  second  or,  as  will  be  shown,  a  still  later 
injection.  In  other  words  the  development  of  arthritis  in  these  cases 
is  conditioned  probably  upon  some  anterior  process  set  up  in  the 
affected  joint.  In  this  type,  cultures  and  smears  from  the  joint  fre- 
quently show  no  bacteria  and,  if  bacteria  are  found,  they  are  in 
much  smaller  numbers  than  in  instances  of  the  first  type. 

The  number  of  definitely  controlled  and  carefully  reported  experi- 
ments bearing  upon  the  second  type  of  reaction  is  quite  small.  A 
larger  series  is  reported  below. 

In  1913  a  Belgian  investigator,  Kerry  (11),  reported  a  series  of  experiments 
which  indicated  the  existence  of  a  third  type  of  reaction.  In  a  remarkably 
large  number  of  cases  of  rheumatic  fever  he  was  able  to  isolate  a  streptococcus 
from  the  blood  or  articular  exudate.  From  this  organism  he  obtained  by  a 
process  of  extraction  with  normal  saline,  desiccation,  trituration,  reextraction, 
and  centrifugalization,  an  endotoxin  soluble  in  water.  By  injection  of  this  into 
the  joint  followed  by  an  intravenous  injection  of  the  living  organism  8  to  15 
days  later  he  was  able  to  produce  constantly  in  rabbits  a  definite  arthritis  in  the 
joint  originally  treated.  Cultures  and  smears  from  the  joint  were  positive  for 
about  a  week  after  the  intravenous  injection.  Those  experiments  throw  a  clearer 
light  upon  the  process  of  joint  localization,  but  unfortunately  they  suffer  from 
incompleteness.^ 

EXPERIMENTAL. 

Experiments  were  therefore  instituted  with  the  object  of  treating 
joints  with  streptococci  so  that  they  might  be  more  reactive  to 
later  intravenously  injected  streptococci  and  with  the  hope  that 
arthritis  might  be  made  to  localize  in  the  joint  so  treated.  It  was 
thought  that  if  this  could  be  done  the  mechanism  of  joint  localiza- 
tion might  be  partly  explained. 

^  I  have  attempted  without  success  to  repeat  Kerry's  experiments  with  ex- 
tracts of  the  S.  mitis  used  for  the  other  experiments  in  this  paper.  Kerry's 
method  calls  for  the  use  of  the  supernatant  fluid  of  a  bacterial  suspension  after 
centrifugalization  and  it  is  probable  that  a  certain  number  of  organisms  remained 
in  this  material.  Kowever,  the  author  states  that  the  same  results  may  be  ob- 
tained with  endotoxin  passed  through  a  Chamberland  filter.  It  should  be  stated 
that  the  subject  of  endotoxins  in  streptococci  has  been  thoroughly  studied  and 
that  present  day  opinion  denies  their  existence.  Kerry's  experiments  are,  how- 
ever, illuminating. 
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A  strain  of  Streptococcus  mitis  seu  viridans  was  used  for  most  of 
the  experiments  which  was  kindly  lent  by  Dr.  E.  Libman  of  Mt.  Sinai 
Hospital,  New  York.  It  was  isolated  by  him  from  the  blood  of  a 
patient  with  subacute  endocarditis.  It  does  not  hemolyze  blood, 
and  grows  on  blood  agar  in  small,  discrete,  dry,  grayish  colonies. 
It  clouds  glucose-ascitic  agar.  In  broth  it  clumps  and  sinks  to  the 
bottom  of  the  tube,  leaving  the  medium  clear.  It  is  insoluble  in 
rabbit  bile  and  has  no  capsule.  Since  coming  into  our  hands  its 
pathogenicity  for  rabbits  has  been  slight,  a  single  intravenous  in- 
oculation of  the  contents  of  two  12  ounce  Blake  bottles  of  agar^ 
failing  to  cause  more  than  the  slightest  and  most  transient  symptoms. 
This  strain  is  designated  No.  7.  No.  4  is  a  similar  organism  from 
a  Similar  source.  No.  59  is  a  Streptococcus  viridans  obtained  one 
year  ago  by  Dr.  Homer  F.  Swift  from  a  case  of  pericarditis.  It 
d<jes  not  fall  readily  into  any  of  the  common  groups  of  Andrewes 
and  Horder.  It  is  only  slightly  pathogenic  for  rabbits.  Pn.  I  is  a 
Type  I  pneumococcus  isolated  at  the  Hospital  of  The  Rockefeller 
Institute.  Pn.  S.  Afr.  is  a  pneumococcus  of  Type  IV  isolated  in 
South  Africa  from  the  Kaffir  epidemic.  The  latter  is  not  very 
pathogenic  for  rabbits.     The  Bacillus  typhosus  is  a  laboratory  strain. 


TABLE  I. 
Rabbits  Receiving  One  Intravenous  Injection  of  Streptococcus  7. 


Period  of  obser- 

■ 

Rabbit  No. 

j    Amount  injected. 

vation  after  in- 
jection. 

Arthritis. 

Remarks. 

days 

I 

3  agar  slants 

49 

0 

3 

I     '*    slant 

49 

0 

Intra-arterial. 

5 

Blake  bottle 

31 

0 

6 

i      "          " 

39 

0 

7 

"      *'          ** 

13 

0 

9 

*'      '*          " 

39 

0 

19 

I  agar  slant 

14 

0 

38 

37 

0 

Slight   limp  on    i6th   day. 
No  swelling  or  other  evi- 
dence of  arthritis. 

Total    

. . .  8  rabbits. 

Arthritis    

...    0. 

2  The  surface  of  the  medium  in  the  average  Blake  bottle  is  equal  to  that  of 
ID  agar  slant  tubes. 
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Rabbits  of  medium  size  (of  1,200  to  1,800  grams'  weight),  usu- 
ally females,  were  used.  All  injections  were  given  in  the  ear  vein 
except  one  or  two  into  the  femoral  artery.  The  latter  method  was 
found  to  have  no  localizing  effect  in  the  corresponding  leg. 

Table  I  shows  the  effect  of  one  injection.  Table  II  of  two  in- 
jections, and  Table  III  of  three  or  more  injections. 

TABLE  II. 
Rabbits  Receiving  Two  Intravenous  Injections  of  Streptococcus  7. 


Rabbit  No. 

Amount  of  ztt 
injection. 

Interval  between 
zst  and  2d  in- 
jections. 

Amount  of  ad 
injection. 

Artbritlt. 

Period  of  obMT- 

vation  after  ad 

injection. 

8 
36 
K 

L 

}  Blake  bottle 
\  agar  slant 
J     •• 
>i     <<        <« 

days 

I 

IS 

1  Blake  botUe 

I      " 

1      "          " 
•<      «<          «< 

0 
0 
0 
0 

days 

45 

20 

I 

13 

Total    4  rabbits. 

Arthritis    o. 

It  appears  that  with  the  streptococci  used  two  sensitizing  doses 
were  needed  before  any  of  the  rabbits  developed  arthritis.  Smears 
from  the  joint  exudate  in  a  few  cases  showed  a  few  streptococci 
and  in  three  cases  the  cultures  were  positive.  Cultures  were  made 
in  most  of  the  cases  by  planting  the  fluid  in  tall  tubes  of  glucose- 
ascitic  agar  and  in  the  others  in  ascitic  bouillon,  both  methods  ap- 
pearing to  be  equally  efficacious. 

The  fluid  in  different  rabbits  varied  from  a  thick,  practically  puru- 
lent exudate  to  one  showing  only  a  moderate  opalescence.  All  the 
exudates  examined,  with  the  exception  of  that  from  Rabbit  17,  were 
viscid.  All  contained  numerous  polymorphonuclear  leucocytes,  and 
some  large  mononuclear  lymphocytes  and  large  endothelial  cells. 
The  last  named  and  occasionally  the  other  two  types  of  cell  fre- 
quently contained  inclusions  which  were  interpreted  as  phagocyted 
cocci.  They  were  Gram-negative  and  somewhat  larger  than  the 
cocci  injected.  Unaltered  cocci  were  rarely  seen  within  the  cells. 
It  is  interesting  to  note  that  similar  inclusions  were  described  by 
Bosc  and  Carrieu  (12)  and  have  been  seen  by  the  writer  in  cells 
in  exudate  from  human  rheumatic  fever. 
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The  next  series  of  experiments  was  made  in  an  attempt  to  sensitize 
a  joint  with  streptococci  so  that  arthritis  in  that  joint  would  follow  a 
later  intravenous  injection  of  the  same  organism. 

The  left  knee  was  used  in  all  cases.  The  injections  were  made  by 
the  following  technique : 

A  suspension  of  the  organism  was  made  by  scraping  the  surface  of  an  agar 
growth  into  sterile  salt  solution.  In  a  few  cases  a  broth  culture  was  employed. 
The  suspension  was  drawn  into  a  S3rringe  and  the  needle  inserted  through  the 
patellar  ligament  just  below  the  patella.  It  was  carefully  pushed  proximally, 
avoiding  the  bone  surfaces  as  much  as  possible  until  it  was  felt  to  slip  forward 
easily.  This  indicated  that  the  point  of  the  needle  was  in  the  synovial  pocket 
imder  the  quadriceps.  The  suspension  was  slowly  injected  and  a  little  of  it 
made  to  flow  back  into  the  syringe  by  pressure  over  the  lower  part  of  the  quad- 
riceps (piston  test).  This  was  returned  to  the  joint  and  the  needle  quickly 
withdrawn. 

After  a  few  trials  it  was  possible  to  inject  the  joint  without  in- 
fecting any  of  the  periarticular  tissues,  thus  giving  a  sharply  lo- 
calized reaction.  This  procedure  caused  an  arthritis  which  usually 
subsided  in  2  to  4  weeks,  the  joint  and  its  contents  returning  to  their 
normal  state  as  far  as  could  be  determined  microscopically.  Dead 
bacteria  were  rapidly  phagocyted,  while  the  living  resisted  destruc- 
tion and  removal  for  a  longer  time.  In  all  but  a  few  cases  dead 
bacteria  were  used  for  sensitization. 

At  a  varying  period  after  the  inflammation  and  its  products  had 
been  shown  by  examination  of  the  synovial  fluid  to  have  disappeared 
an  intravenous  injection  of  the  same  organism  was  given.  The 
results  are  given  in  Table  IV. 

The  exudate  in  all  cases  except  Rabbit  84  failed  to  show  growth 
and  recognizable  streptococci  were  seen  in  the  smears  only  once. 
The  picture  seen  in  the  smears  had  the  same  characteristics  as  in 
the  cases  of  successive  intravenous  inoculation  without  direct  sen- 
sitization. In  Rabbit  58  a  second  intravenous  injection  after  the 
reaction  following  the  first  had  subsided  was  also  followed  by  a 
transient  articular  reaction. 

The  effect  of  similar  procedure  with  other  bacteria  was  then  in- 
vestigated with  the  results  shown  in  Table  V. 

The  condition  of  susceptibility  in  a  joint  to  intravenous  injections 
of  streptococci  has  been  referred  to  as  one  of  sensitization,  but  it 
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TABLE  IV. 

Rabbits  Receiving  an  Intravenous  Injection  of  Streptococcus  7  after  Treatment 
of  the  Left  Knee  with  the  Same  Organism, 


Rabbit 

Amount  injected  into 
knee. 

Inter- 
val. 

Amount  injected 
intravenously. 

ArthriUs 
(gross 
•igns). 

Joint  fluid. 

No. 

Culture. 

Smear. 

days 

26 

\  Blake  botUe.  living 

53 

2  CC.  broth 
culture 

+ 

0 

34 

I   cc.*kiUed 

28 

i.S  cc.  broth 
culture 

+ 

0 

P.n.l.  +  +  + 
Inclusions  + 

35 

•'    "      living 

28 

I.S  cc.  broth 
culture 

+ 

0 

P.n.l.  +  +  + 
Inclusions  + 

45 

0.2  " 

IS 

I  agar  slant 

+ 

0 

P.n.l.  +  + 
A  few  coca. 

53 

0.5  "      killed 

60 

2  cc. 

+ 

0 

P.n.l.  +  + 
No  bacteria. 

58 

0.2  " 

35 

\  agar  slant 

+ 

0 

P.n.1.  +  +  + 

58t 

65 

I     " 

+ 

0 

P.n.l.  +  + 
No  bacteria. 

61 



19 

. 

+ 

0 

P.n.l.  +  + 
No  bacteria. 

65 

10  mg.  dried  cocci, 

precipitated     with 

alcohol 

17 

+ 

0 

P.n.l.  + 

66 

10  mg.  dried  cocci, 

precipitated     with 

alcohol 

31 

2CC. 

+ 

0 

P.n.l.  +  + 

84 

0.2  cc.  killed 

36 

i  Blake  botUe 

o§ 

+ 

No  p.n.l. 
No  inclusions. 

III 

14 



+ 

0 

P.n.l.  +  +  +  + 
Inclusions  + 

112 

14 

± 

0 

P.n.l.  +  + 
Inclusions  + 

113 

14 

+  + 

0 

P.n.l.  +  +  + 
Inclusions  -h 

114 

14 

+ 

0 

P.n.l.  +  +  + 
Inclusions  + 

115 

14 

'*      •*          •* 

+  + 

0 

P.n.l.  +  + 

Inclusions  + 

Total  rabbits  treated  with  Streptococcus  7 15.    Arthritis I4- 

♦Unless  otherwise  specified,  figures  given  indicate  amounts  of  a  bacterial 
suspension  consisting  of  the  contents  of  a  Blake  bottle  agar  growth  at  24  hrs. 
taken  up  in  10  cc.  of  normal  saline.  The  total  is  equivalent  to  the  growth  on  10 
agar  slants. 

t65  days  after  the  arthritis  following  the  ist  intravenous  injection  had  sub- 
sided a  2d  intravenous  injection  was  given  and  was  likewise  followed  by  marked 
inflammation  of  the  joint. 

§4  days  later  slight  reddening  and  swelling  of  the  joint  appeared  and  poly- 
morphonuclear leucocytes  were  found  in  the  fluid,  but  the  culture  showed  no 
growth. 
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TABLE  V. 

Rabbits  Receiving  Intravenous  Injections  of  Streptococcus  Sg,  Bacillus  typhosus, 
or  Pn,  S.  Afr,  'after  Treatment  of  the  Left  Knee  with  the  Homologous 

Organism. 


s 

In. 

Ar- 

Joint fluid. 

5? 

Amount  injected 

ter- 

Amount  injeaed 

thritis 

. 

Organism. 

^^ 

into  knee. 

val. 

intravenously. 

(gross 
signs). 

Jin::!       sn,««. . 

days 

, 

69 

\  agar  slant, 
kUled 

16 

2  loops 

0 

— 

~~ 

B.  typhosus. 

91 

0.5  cc,  killed 

29 

i  agar  slant 

0 

+ 

Some  blood 

"          " 

1     No  excess  cells 

92 

31 

J  ..    .. 

0 

0  1  Normal,  except  that 
one  cell  shows 
1         inclusions 

93 

.«             M                  M 

31 

4<           M                    1. 

0 

0     Normal,  except  for 

**          ** 

one  small  clump 

of  bacilli 

95 

"     ••       " 

29 

i      ••          " 

0 

0  !            Normal 

n                     .< 

72 

I   mg.   bacteria 
sensitized  by 
Gay's  method 

21 

\      "          " 

± 

0 

Cells  increased. 
80%  p.n.l. 
No  bacteria 

S.  59 

73 

I   mg.   bacteria 
sensitized  by 
Gay's  method 

29 

t      " 

+ 

+ 

P.n.l.  +  + 
Inclusions  + 

83 

0.2  cc,  killed 

35 

i  Blake  botUe 

0 

0 

A  few  p.n.l. 
Inclusions  + 

85 

0.2  cc. 

35 

<«              <•                       M 

0 

0 

A  few  p.n.l. 
Inclusions  + 

96 

0.5  •' 

31 

I               "                       " 

0 

0 

Normal 

Pn.  S.  Afr. 

97 

31 

I  broth  tube 

0 

0 

A  few  p.n.l. 
No  inclusions 

Total  rabbits  treated  with  B.  typhosus  5.    Arthritis o. 

"     Streptococcus  59   4-  "        2. 

"     Pn.  S.  Afr 2.  "        o. 

may  be  fairly  asked  whether  any  inflammation  of  the  joint  may  not 
predispose  to  later  joint  affections.  In  other  words,  is  the  predis- 
posing factor  simply  a  non-specific  inflammation  or  is  it  a  specific 
sensitization?  In  order  to  answer  this  question  a  series  of  control 
experiments  were  made  by  injecting  one  sort  of  bacteria  into  the 
knee  and  following  this  with  an  intravenous  injection  of  another 
sort  (Table  VI).  By  using  two  closely  related  strains  of  strepto- 
cocci two  doubtful  (certainly  very  slight)  reactions  were  obtained. 
By  crossing  with  streptococcus  and  pneumococcus  no  reactions  were 
obtained.  It  seems  fair  to  conclude  from  these  experiments  that  the 
reaction  is  due  to  a  specific  sensitization  showing  some  evidence  of  a 
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group  specificity  comparable  with  the  group  agglutinations  of  certain 
bacteria. 

Pathological  Anatomy. 

The  arthritis  following  intravenous  inoculation  alone  and  that 
following  intravenous  inoculation  after  local  sensitization  presented 
the  same  gross  and  microscopic  picture.  An  exception  must  be 
made  in  the  case  of  Rabbits  14  and  15,  in  which  a  chronic  arthritis 
with  the  continued  presence  of  demonstrable  living  streptococci  in 
the  exudate  followed  the  last  injection.  Here  erosions  in  the  artic- 
ular cartilages  were  found.  In  the  other  rabbits  the  joint  at  autopsy 
showed  the  following  changes :  The  synovial  surface  was  moderately 
congested,  the  villi  usually  more  so  than  the  other  parts.  An  excess 
of  stringy  fluid  was  usually  present.  The  capsule  was  somewhat 
swollen.  In  cases  which  had  reacted  severely  there  was  occasionally 
found  after  inflammation  a  small  amount  of  inspissated  exudate  in 
the  upper  angle  of  the  joint  cavity.  Sections  showed  a  marked 
leucocytic  infiltration  of  the  villi  and  to  a  slighter  degree  of  the 
subendothelial  layer  of  the  capsule.  Examination  of  the  adjacent 
cartilage  and  bone  failed  to  show  any  noticeable  change.  Examina- 
tion of  the  articular  and  periarticular  tissues  for  bacteria  by  the 
Gram  stain  did  not  reveal  the  presence  of  organisms  after  a  careful 
search.  The  vessels  of  the  capsule  and  of  the  villi  were  moderately 
distended  but  no  thrombi  were  seen.  The  reaction  as  seen  under 
the  microscope  appeared  to  be  mainly  in  the  villi  with  the  synovial 
membrane  also  playing  a  part. 

DISCUSSION. 

It  is  believed  that  the  above  experiments  may  throw  some  light 
upon  the  mechanism  of  acute  arthritis.  It  seems  to  be  established 
that  the  first  attack  of  a  highly  virulent  streptococcus  can  cause  an 
arthritis  and  that  the  arthritis  so  produced  is  usually  of  a  severe 
type  with  an  exudate  containing  large  numbers  of  viable  organisms. 

On  the  other  hand,  streptococci  of  lower  virulence  are  frequently 
not  able  to  produce  arthritis  at  the  first  attack  but  at  this  time  pre- 
pare the  way  for  such  an  effect  in  a  later  attack. 
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It  seems  to  be  clearly  proved  that  this  preparatory  or  sensitizing 
process  is,  within  narrow  limits,  a  strictly  specific  one;  L  e.,  the 
organism  used  for  the  exciting,  intravenous  injection  must  be  the 
same  as  that  used  for  the  sensitizing,  intra-articular  injection,  else 
the  reaction  fails  to  occur. 

It  further  appears  that  this  preparation  may  be  made  by  the  in- 
troduction into  the  joint  of  the  organism,  living  or  dead,  and  it 
seems  fair  to  conclude  that  the  arthritis  produced  by  successive  in- 
•  travenous  injections  results  from  a  similar  process;  i.  e,,  a  pre- 
liminary deposit  of  organisms  in  the  joint  leading  to  sensitization 
but  not  to  gross  inflammatory  lesions,  the  latter  resulting  from  a 
subsequent  deposition  of  organisms.  It  is  also  shown  that  this  reac- 
tion in  a  sensitized  joint  may  be  repeated  several  times  in  the  same 
animal. 

A  close  analogy  between  this  reaction  and  the  relapses  in  rheumatic 
fever  can  readily  be  drawn.  Relapses  are  so  common  in  this  dis- 
ease as  to  be  one  of  its  distinguishing  characteristics.  Thus  in  the 
figures  given  by  Mosler  and  Valentin  (13)  60  out  of  the  142  cases 
studied  were  suffering  from  their  second  or  a  later  attack  at  the  time 
of  admission  to  the  hospital.  Cole  produced  8  successive  attacks, 
each  followed  by  recovery,  in  a  single  rabbit. 

Without  assuming  the  specificity  of  any  one  organism  the  con- 
ception of  relapsing  arthritis  as  the  effect  of  a  virus  upon  an  homol- 
ogously  sensitized  joint  may  be  fairly  applied  to  the  relapsing  cases 
of  human  rheumatic  fever. 

The  reaction  of  a  sensitized  joint  in  rabbits  inoculated  intrave- 
nously may  properly  be  designated  as  an  induced  relapse  and  it  will 
be  seen  from  the  protocol  of  Rabbit  17  that  a  second  relapse  can  be 
induced  by  a  second  intravenous  injection.  From  the  ease  and  con- 
stancy with  which  lesions  can  be  induced  in  sensitized  joints  by 
the  method  above  outlined  it  is  strongly  suggested  that  the  relapses, 
if  not  the  primary  arthritis,  in  rheumatic  fever  result  from  a  virus 
reinvading  the  blood  stream  and  provoking  a  reaction  in  a  previously 
sensitized  locus.® 

3  It  may  not  be  too  wide  a  step  to  pass  from  the  consideration  of  the  effects 
induced  in  the  joints  to  the  phenomena  observed  in  the  endocardium  and  possibly 
even  the  myocardium  in  rheumatic  fever.  That  they  too  are  of  relapsing  nature 
is  admitted ;  and  that  they  also  result  from  sensitization  may  be  suggested. 
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In  respect  to  the  primary  attack  an  analogy  may  be  drawn  from 
the  fact  above  noted,  that  in  rabbits  and  monkeys  there  is  needed 
either  a  period  of  incubation,  or,  in  most  cases,  a  series  of  injections 
of  the  exciting  organism  before  the  joint  is  attacked.  This  fact 
suggests  the  hypothesis  that  some  degree  of  sensitization,  or  of 
heightened  activity  on  the  part  of  the  fixed  cells  is  necessary  before 
a  definite  and  marked  tissue  reaction  occurs. 

It  is  not  desired  to  state  any  opinion  as  to  the  identity  of  the  or- 
ganism causing  rheumatic  fever.  In  view  of  the  fact  that  several 
different  organisms  can  cause  arthritis  in  the  rabbit,  that  several  dif- 
ferent organisms  can  cause  arthritis  in  man,  and  that  the  clinical 
manifestations  of  rheumatic  fever  vary  widely  it  may  well  be  that 
no  one  organism  is  constantly  at  fault.  Nevertheless  the  strepto- 
coccus, and  in  most  cases  a  member  of  the  viridans  group,  has  been 
the  one  most  often  foimd  when  cultures  are  positive.  Further,  this 
organism  shows  greater  and  more  constant  arthrotropic  properties 
than  any  other  now  known.  The  preponderance  of  the  evidence 
now  available,  therefore,  is  with  the  streptococcus.  At  this  point  the 
case  must  rest  until  further  proof  is  offered. 

SUMMARY. 

By  a  process  of  sensitization  described  it  was  found  possible  to 
cause  arthritis  in  rabbits  constantly  after  one  intravenous  injection 
of  the  streptococcus. 

This  reaction  is  specific. 

By  intravenous  inoculation,  without  previous  sensitization,  of 
the  streptococcus  used  in  these  experiments  it  was  possible  to  cause 
arthritis  in  rabbits  only  after  three  or  more  injections. 

An  analogy  is  suggested  between  the  arthritis  induced  by  sensiti- 
zation and  the  relapses  in  human  rheumatic  fever. 

A  further  analogy  is  suggested  between  the  development  in  rabbits 
of  arthritis  after  repeated  intravenous  injections  and  the  development 
of  the  primary  lesion  in  himian  rheumatic  fever. 
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The  following  experiments  were  undertaken  for  the  purpose  of 
ascertaining  whether  the  action  of  a  digitalis  body  when  adminis- 
tered to  animals  suffering  from  pneumonia  differed  from  its  action 
when  no  infection  or  fever  was  present.  That  there  is  a  difference 
of  opinion  regarding  the  action  of  the  drug  when  given  in  acute 
infections  is  shown  in  the  practice  of  clinicians. 

For  example,  Mackenzie  (i)  doubts  its  value  and  says  that  digitalis  "is  often 
used  when  patients  are  d3ang  of  some  grave  affection,  as  pneumonia,  as  a  last 
resort,  probably  more  for  the  purpose  of  doing  something  than  with  expectation 
of  great  benefit  I  have  never  seen  much  good  follow  the  administration  of 
digitalis  in  acute  febrile  states."  Gibson  (2)  in  his  article  on  acute  pneumonia 
also  says,  regarding  the  use  of  digitalis,  that  in  the  worst  cases  of  pneumo- 
coccal poisoning  the  heart  absolutely  refuses  to  respond.  On  the  other  hand, 
in  Krehl's  clinic  (3)  digitalis  is  used  in  all  cases  of  pneumonia  with  the  belief 
that  it  has  a  beneficial  effect 

On  account  of  this  difference  of  opinion,  Gunn  (4)  recently  performed  ex- 
periments with  the  view  of  determining  what  influence  the  height  of  the  tem- 
perature has  on  the  action  of  digitalis.  In  his  experiments  he  perfused  excised 
rabbits*  hearts  with  solutions  of  strophanthin  at  different  temperatures.  The 
perfusion  was  carried  to  the  point  of  arrest  of  the  heart's  action.  By  this  pro- 
cedure Gunn  demonstrated  that  with  variations  in  temperature  ranging  from 
28®  to  41**  C.  strophanthin  acts  more  quickly  on  the  isolated  heart  as  the  tem- 
perature is  raised.  The  conditions  in  Gunn's  experiments  are  not  analogous  to 
those  in  pneumonia,  since  in  the  presence  of  this  infection  toxemia  accompanies 
the  increased  temperature. 

In  the  experiments  now  reported  the  attempt  was  made  to  dupli- 
cate the  usual  human  conditions  as  nearly  as  possible.     A  digitalis 
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body  was  administered  to  animals  suffering  from  an  acute  pneu- 
monic infection  and  the  effect  compared  with  that  obtained  when 
the  drug  was  given  to  healthy  animals  of  the  same  species.  A 
comparison  of  the  results  in  the  two  groups  we  believe  should  yield 
information  regarding  the  influence  of  infection  on  the  action  of  the 
drug. 

Methods. 

The  animals  employed  were  cats  and  dogs.  In  each  species  one 
group  was  infected  and  another  group  was  used  as  a  control.  The 
animals  were  infected  by  the  method  of  intrabronchial  insufflation  de- 
scribed by  Lamar  and  Meltzer  (5).  The  organism  used  was  an 
eighteen  to  twenty-four  hour  old  broth  culture  of  virulent  pneumo- 
cocci^  belonging  either  to  Type  I  or  II  (6),  and  was  obtained  from 
the  laboratory  of  the  Hospital.  Of  these  cultures  the  cats  received 
from  10  to  20  cc,  and  the  dogs  from  20  to  30  cc.  The  temperature 
of  the  animals  was  taken  daily  for  several  days  before  infection  and 
also  during  the  course  of  the  disease. 

The  digitalis  body  employed  was  Thoms  crystalline  g-strophanthin 
(Merck).  An  alcoholic  stock  solution  of  the  drug  was  made  and 
from  this  an  aqueous  solution  was  prepared  for  immediate  use.  In 
the  experiments  on  cats  the  aqueous  solution  was  of  such  a  strength 
that  10  cc.  of  solution  contained  o.i  mg.  of  strophanthin.  For  the 
dogs  a  solution  double  this  strength  was  employed.  In  all  experi- 
ments the  strophanthin  was  given  intravenously.  The  animal  was 
lightly  anesthetized  with  ether,  the  femoral  vein  exposed,  and  a 
small  glass  cannula  was  inserted.  This  was  connected  with  a  burette 
containing  the  solution.  The  anesthetic  was  not  continued  beyond 
the  time  necessary  for  the  insertion  of  the  cannula.  In  injecting  the 
strophanthin,  an  endeavor  was  made  to  maintain  a  uniform  rate 
of  flow.  A  lethal  dose  was  given  to  each  animal  in  approximately 
one  hour,  unless  the  animal  died  before  the  time  required  for  ad- 
ministering the  lethal  dose  had  elapsed.  The  amount  of  strophan- 
thin injected  differed  slightly  in  cats  and  dogs.  In  a  large  series  of 
experiments  on  cats,  Hatcher  and  Brody  (7)  and,  later,  Eggleston 
(8)  found  the  lethal  dose  of  strophanthin  to  be  o.i  mg.  per  kilo  of 

1  The  virulence  was  such  that  o.oooooi  cc.  was  fatal  in  white  mice. 
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body  weight.  In  the  present  experiments  on  cats  this  amount  was 
injected  in  both  the  control  and  the  infected  animals.  In  the  dogs 
it  was  necessary  first  to  estimate  the  minimal  lethal  dose  (m.l.d.)  in 
normal  animals;  it  was  found  to  be  0.12  mg.  per  kilo  of  body 
weight.  Autopsies  were  performed  on  all  the  infected  cats  and  on 
all  cats  in  the  control  group  which  succumbed  to  the  lethal  dose  of 
strophanthin.  All  the  dogs,  whether  normal  or  infected,  were  autop- 
sied.  In  a  number  of  cats  and  dogs  electrocardiograms  were  taken 
before  infection  and  also  just  before  injecting  strophanthin.  A 
series  was  also  made  during  the  period  of  injection. 

TABLE  I. 
Normal  Cats  Injected  with  Strophanthin. 


Weight  at 

Stro- 

Amount  of 

Date  (1914). 

Cat. 

Sex. 

time  of 

phanthin 

m.l.d. 

Result. 

Duration  of 

injection. 

injected. 

+  or-. 

experiment. 

kilos 

mg. 

mg. 

min. 

Nov.    3 

A 

F. 

2,200 

0.22 

L* 

Dt 

52 

3 

B 

M. 

2.400 

0.24 

L 

D 

60 

'       3 

C 

F. 

2,100 

0.21 

L 

D 

no 

7 

E 

M. 

3.150 

0.315 

L 

S 

— 

7 

F 

M. 

3.000 

0.3 

L 

D 

50 

7 

G 

F. 

2,500 

0.25 

L 

D 

59 

•        7 

H 

F. 

2,850 

0.285 

L 

D 

70 

'      10 

I 

F. 

2,000 

0.2 

L 

S 

— 

'      10 

J 

M. 

3.650 

0.365 

L 

D 

65 

'      10 

K 

F. 

2,300 

0.23 

L 

S 

— 

•      14 

L 

F. 

2,925 

0.253 

L-0.0395 

D 

48 

•      14 

M 

F. 

4.050 

0.405 

L 

D 

63 

•      14 

N 

M. 

1,700 

0.17 

L 

S 

— 

'      20 

P 

M. 

3.300 

0.33 

L 

D 

60 

'      20 

Q 

F. 

1.975 

0.187 

L-o.oi 

D 

27 

•      20 

R 

F. 

1,700 

0.17 

L 

S 

— 

•      20 

s 

M. 

1,800 

0.18 

L 

S 

— 

•      25 

T 

F. 

3.050 

0.305 

L 

D 

78 

*     25 

U 

M. 

2,800 

0.28 

L 

S 

— 

'      25 

V 

M. 

2,425 

0.2425 

L 

S 

— 

•      25 

W 

M. 

2,250 

0.225 

L 

s 

— 

Total       =21. 

Died        =  12  =  57.1  per  cent. 
Survived  =  9  =  42.9  per  cent. 

♦  In  the  tables  L  represents  the  estimated  lethal  dose. 
the  amounts  more  or  less  than  the  estimated  lethal  dose. 
tD  =  died;  S  =  survived. 


L+  or  —  indicates 


In" the  experiments  on  cats,  three  groups  were  studied:  a  control 
group  and  two  groups  of  infected  animals.     The  control  group  con- 
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sisted  of  normal,  uninfected  animals,  each  of  which  received  o.i 
mg.  of  strophanthin  per  kilo  of  body  weight.  This  is  the  amount  re- 
ported by  Hatcher  and  Brody  as  the  minimal  lethal  dose.  The 
second  group  consisted  of  infected  animals.  They  were  otherwise 
untreated,  and  served  the  purpose  of  observing  the  course  of  the 
disease.  The  animals  in  the  third  group  were  also  infected.  Each  of 
these  received  an  amount  of  strophanthin  equal  to  that  given  to  the 
first  group. 

Group  I  (Table  I)  formed  the  control  series  of  experiments.  This 
group  consisted  of  twenty-one  cats,  all  of  which  were  apparently 
normal  and  healthy.  All  received  the  estimated  lethal  dose  of  stro- 
phanthin (o.i  mg.  per  kilo  of  body  weight)  in  the  manner  described. 
Of  the  twenty-one  cats,  twelve,  or  57.1  per  cent,  died,  while  nine, 
or  42.9  per  cent,  survived.  In  the  cats  that  died,  the  time  that 
elapsed  from  the  commencement  of  the  injection  until  death  occurred 
ranged  from  27  to  no  minutes,  the  average  time  being  62  minutes. 
All  the  cats  received  the  estimated  lethal  dose  with  the  exception 
of  animals  L  and  Q.  These  two  died  when  slightly  less  than  the 
estimated  amount  had  been  injected.  The  low  mortality  in  this 
group  is  a  subject  which  will  be  discussed  later. 

TABLE  II. 
Cats  Infected  with  Pneumococci,  but  Receiving  No  Strophanthin. 


Date  of  infection'      „ 

(1914).         I      No.  of  cat. 


Sex. 


Type  of 
organism. 


Highest  temperature  be- 
fore and  after  infection. 


Result. 


^C. 

Nov.  23 

34 

F. 

II 

38.5-38.8 

D  Nov.  26. 

"     23 

35 

M. 

II 

38.4-39.6 

S 

"     23 

36 

M. 

II 

37.7-39.6 

D     -     27. 

"     23 

37 

M. 

II 

38.2-38.6 

S 

"     24 

38* 

F. 

I 

38.2-38.8 

D  Dec.  14. 

"     24 

39 

F. 

I 

38.6-39.3 

S 

"     24 

40 

M. 

I 

39.0-39.0 

S 

"     24 

41 

F. 

I 

38.4-39.2 

s 

"     27 

42 

M. 

II 

38.2-39.4 

s 

"     27 

43 

M. 

II 

39.0-39.6 

s 

**     27 

44 

M. 

II 

39.0-39.4 

s 

' 

"     27 

45* 

F. 

II 

37.8-39.0 

D      ••      14. 

Died  =  16.6  per  cent. 

♦  The  two  cats,  Nos.  38  and  45,  which  died  three  weeks  after  infection,  evi- 
dently not  from  pneumonia,  but  from  some  intercurrent  infection,  are  not  con- 
sidered in  estimating  the  mortality  for  the  series. 
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Group  II  (Table  II)  comprised  twelve  cats,  each  of  which  was 
infected  by  an  intrabronchial  insufflation  of  pneumococcus  culture. 
Six  of  the  animals  developed  very  severe  symptoms.  The  other  six 
were  only  moderately  ill.  Of  the  former,  one  died  on  the  third  and 
one  on  the  fourth  day..  The  symptoms  of  the  disease  appeared 
eight  to  twelve  hours  after  infection.  The  animals  became  listless 
and  prostrated.  Almost  all  showed  a  rise  in  temperature  ranging 
from  a  fraction  of  a  degree  to  3.6°  C.  The  symptoms  of  the  disease 
apparently  reached  their  height  on  about  the  second  or  third  day 
after  infection.  At  this  point  convalescence  set  in.  Practically  all 
the  animals  lost  weight. 

Group  III  (Table  III)  consisted  of  forty-three  cats,  all  of  which 
were  infected.  In  seven,  the  culture  used  was  obtained  at  autopsy 
from  the  heart's  blood  of  infected  cats;  the  rest  were  infected  with 
organisms  obtained  in  the  manner  already  described.  The  symp- 
toms of  disease  corresponded  to  those  described  imder  Group  II. 
Ten  cats  failed  to  show  a  rise  in  temperature,  but  the  temperature 
was  not  taken  sooner  than  twenty- four  hours  after  infection,  and 
it  is  possible  that,  had  readings  been  made  at  an  earlier  period,  a  rise 
might  have  been  observed.  A  few  animals  which  showed  only  a 
very  slight  reaction  to  the  infecting  organisms  after  the  first  insuffla- 
tion, were  reinfected.  Strophanthin  was  given  as  nearly  as  possible 
at  the  height  of  infection;  that  is  to  say,  on  the  second  or  third  day, 
according  to  the  observations  made  in  Group  II.  Following  the 
injection,  twenty-three  cats,  or  53.5  per  cent,  died,  and  twenty,  or 
46.5  per  cent,  survived.  The  cats  that  died  during  or  following  the 
injection  did  so  in  from  25  to  108  minutes,  the  average  time  being 
62  minutes.  Nine  ca.ts  succumbed  before  the  injection  was  com- 
pleted. They  received  slightly  less  than  the  estimated  lethal  dose 
Three  cats,  Nos.  17,  48,  and  53,  through  an  error  in  calculation,  re- 
ceived slightly  more  than  the  estimated  lethal  dose,  but  as  these  cats 
all  survived  the  error  does  not  affect  the  results. 

A  comparison  of  Groups  I  and  III,  the  animals  in  both  of  which 
received  strophanthin,  shows  that  the  mortality  in  each  series,  fol- 
lowing the  injection  of  the  adopted  lethal  dose  of  the  drug,  was 
practically  the  same;  vis.,  57.1  and  53.5  per  cent.  The  course  of  the 
disease  in  the  infected  animals,  however,  was  short;  in  many  in- 
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TABLE  III. 
Cats  Infected  Tjuith  Pneumococci,  and  Later  Injected  with  Strophanthin, 


Highest 

Date 

No. 
ol 
cat. 

Sex 

Type  of  organism. 

Weight 
on  day  of 
injection. 

Stro- 
phanthin 
injected. 

Amount  of 
m.  1.  d.  +  or  — . 

Re- 
sult. 

Dura- 
tion of 
experi- 
ment. 

tempera- 
ture before 
and  after 
infection. 

gm. 

mg. 

mg. 

min. 

»C. 

Oct.    26 

I 

F. 

I 

2,250 

0.203 

L— 0.022 

D 

Al 

37.8-39.2 

"     26 

2 

F. 

I 

2,000 

0.20 

L 

S 

— 

36.2-39.8 

"     28 

3 

M. 

n 

1.750 

0.I7S 

L 

D 

57 

"     28 

4 

F. 

II 

2,550 

0.245 

L-o.oi 

D 

62 

"     29 

6 

F. 

I 

2,000 

0.15 

L— 0.051 

D 

45 

36.7-39.0 

"     29 

7 

F. 

I 

i»300 

0.13 

L 

S 

— 

36.0-38.0 

"     30 

9 

— 

II 

2,700 

0.27 

L 

S 

— 

37.0-38.1 

"     30 

10 

F. 

I 

2.250 

0.225 

L 

S 

— 

37.2-37-8 

Nov.    2 

II 

F. 

11  c* 

1.500 

0.15 

L 

D 

57 

37.8-37.8 

"      II 

12 

M. 

II  C  I 

3.100 

0.31 

L 

D 

66 

38.1-38.6 

"      II 

13 

F. 

II  C  I 

1.87s 

0.I87S 

L 

S 

— 

38.6-40.0 

"      II 

14 

M. 

I 

2,575 

0.2575 

L 

D 

76 

38.8-39.0 

"      12 

16 

F. 

lie 

3.000 

0.30 

L 

S 

— 

39.0-39.4 

**      12    17 

M. 

II  c 

2,200 

0.225 

L +0,005 

S 

— 

38.8-38.8 

"      12    18 

M. 

II  c 

2,250 

0.225 

L 

D 

88 

39.2-40.0 

"      13 

19 

M. 

II 

3.600 

0.3S9S 

L- 

S 

— 

39.0-39.2 

"      13 

22 

M. 

II 

3.325 

0.254 

L— 0.0785 

D 

42 

39.2-39.0 

"      18 

23 

F. 

I 

2,425 

0.2425 

L 

D 

80 

39.1-38.6 

"      18 

24 

M. 

I 

3.S00 

0.319 

L- 0.03 1 

D 

62 

39.0-38.2 

•*      18 

26 

M. 

I 

2.475 

0.2475 

L 

D 

60 

38.4-394 

"      19    15 

F. 

II  C  Nov.  10 
I          ••      17 

I 

2.900 

0.183 

L— 0.107 

D 

25 

38.6-39.6 

"      19    27 

M. 

1,700 

0.17 

L 

D 

92 

39.0-39.8 

"      19    28 

F. 

I 

2,225 

0.2225 

L 

D 

73 

38.4-37.8 

*'      19 

29 

F. 

I 

2,350 

0.235 

L 

D 

108 

38.2-39.0 

"     23 

30 

F. 

II 

3.050 

0.275 

L-0.03 

D 

48 

38.1-38.2 

"     23 

31 

M. 

II 

3.750 

0.375 

L 

S 

— 

38.0-40.6 

"     23 

32 

F. 

II 

2,500 

0.25 

L 

S 

— 

38.2-39.0 

*'     23 

33 

F. 

II 

2.575 

0.2575 

L 

s 

— 

38.8-39.6 

"     30 

48 

F. 

II 

2,700 

0.271 

L +0.00 1 

s 

— 

38.8-40.6 

Dec.     2 

SO 

F. 

II 

3.000 

0.30 

L 

D 

60 

38.5-39.0 

2 

SI 

F. 

II 

2,500 

0.25 

L 

s 

— 

39.0-39.8 

"       2 

52 

F. 

II 

2,900 

0.29 

L 

D 

60 

37.5-38.3 

2 

S3 

M. 

II 

3.325 

0.354 

L +0.0215 

S 

— 

38.2-39.3 

3 

55 

M. 

II 

3.850 

0.385 

L 

s 

— 

39.2-39-0 

3 

56 

M. 

II 

2.950 

0.295 

L 

s 

— 

38.2-41.2 

4 

S7 

F. 

II 

3.100 

0.31 

L 

D 

65 

38.2-38.8 

••        7 

62 

F. 

II 

3.000 

0.3 

L 

s 

— 

38.2-39.4 

8 

63 

M. 

II 

3.400 

0.34 

L 

s 

— 

38.0-40.0 

9 

64 

M. 

I 

2,500 

0.25 

L 

s 

— 

37.6-39.2 

"      10 

6S 

F. 

I 

1.550 

0.155 

L 

s 

— 

38.2-36.6 

•*      II 

66 

F. 

I 

3.050 

0.265 

L— 0.04 

D 

63 

38.0-38.0 

"      IS 

60 

F. 

II 

2,000 

0.13 

L-0.07 

D 

37 

38.6-38.4 

•'      18 

S9 

F. 

II 

1,600 

0.16 

L 

D 

46 

38.4-39.4 

Total       =  43. 

Died         =  23  =  53.5  per  cent. 
Survived  =  20  =  46.5  per  cent. 

*  C  indicates  that  the  culture  used  was  obtained  from  the  heart's  blood  of  a 
cat  previously  infected. 
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stances  the  animals  were  not  seriously  ill,  and  a  number  failed  to 
show  any  increase  in  temperature,  or  showed  an  increase  which  was 
comparatively  slight.  It  was  considered  inadvisable,  therefore,  to 
draw  conclusions  from  these  experiments.  The  attempt  was  accord- 
ingly made  to  enlarge  our  experience  by  performing  experiments  in 
dogs. 

The  Action  of  Strophanthin  in  Normal  and  Infected  Dogs, 

The  experiments  on  dogs  were  undertaken  with  the  expectation 
that  they  would  show  a  greater  degree  of  reaction  to  infection  than 
cats.  No  standardization  of  strophanthin  in  dogs  has  been  made  (in 
so  far  as  could  be  ascertained),  so  that  it  was  necessary  first  to  de- 
termine the  lethal  dose  of  the  drug.  Experiments  were,  therefore, 
carried  out  on  ten  dogs  (Table  IV)  to  determine  the  minimum  lethal 

TABLE  IV. 
Dogs  Injected  with  Strophanthin,  To  Estimate  the  Lethal  Dose, 


Date 

(>9«5). 

Weight  at 

Total 

Strophanthin 

Duration 

Deviation 

Dog. 

S«x. 

time  of 

strophanthin 

injected  per  kilo 
of  body  weight. 

of  experi- 

from average 

injection. 

injected. 

ment. 

lethal  dose. 

gm- 

mg. 

«... 

min. 

per  cent 

Jan.   20 

A 

F. 

8,000 

0.98 

0.122 

47 

2 

'*       21 

B 

F. 

5.100 

0.57 

O.III 

42 

10 

*'       22 

C 

M. 

7.350 

1.07 

0.145 

no 

16 

"       25 

D 

F. 

9.000 

0.9 

O.I 

65 

17 

••      28 

E 

M. 

5.700 

0.704 

0.123 

53 

I 

Feb.  10 

F 

F. 

5.750 

0.75 

0.130 

95 

5 

'*       10 

G 

M. 

5.000 

0.59 

O.II8 

57 

5 

"     15 

H 

F. 

5.300 

0.606 

O.II4 

68 

8 

"     IS 

I 

F. 

4.150 

0.55 

0.132 

90 

6 

"      i6 

J 

F. 

4.750 

0.71 

0.149 

93 

20 

Average  dose  per  kilo  =  0.124  mg. 

dose.  Before  injection  the  animals  were  observed  for  a  time  under 
uniform  conditions  and  all  were  apparently  normal  and  healthy. 
The  injections  were  made  during  the  months  of  January  and  Febru- 
ary. The  females  used  were  neither  pregnant  nor  lactating.  The 
animals  were  not  fed  for  a  period  of  eighteen  hours  preceding  the 
experiment.  This  short  fast  was  enforced  so  that  the  presence  of 
food  in  the  stomach  should  not  influence  the  weight  of  the  animal, 
and  so  that  vomiting  during  the  preliminary  anesthesia  might  be 
prevented. 
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A  fresh  alcoholic  solution  of  strophanthin  was  prepared  and  the 
aqueous  solution  made  from  this  was  of  a  strength  such  that  5  cc. 
represented  o.i  mg.  of  strophanthin.  The  solution  was  tested  on 
three  cats  and  was  found  to  have  the  same  effect  as  had  the  first  stock 
solution.  The  lethal  dose  for  these  three  animals  was  0.108,  0.127, 
and  0.107  mg.  per  kilo  of  body  weight,  respectively. 

The  injection  of  strophanthin  in  dogs  was  made  in  a  manner 
identical  with  that  described  for  cats.  The  lethal  dose  for  the  ten 
dogs  used  was  found  to  average  0.124  mg.  per  kilo  of  body  weight. 
Death  occurred  in  approximately  60  minutes.  The  dose  ranged 
from  o.i  to  0.149  ^S'  P^^  kilo  of  body  weight.  Of  the  ten  dogs, 
seven  showed  a  deviation  of  10  per  cent  or  less  from  the  average 
m.  1.  d.  The  remaining  three  dogs,  C,  D,  and  J,  gave  respectively 
a  deviation  of  16  per  cent  above,  17  per  cent  below,  and  20  per  cent 
above  the  average.  If  the  three  dogs  showing  the  greatest  varia- 
tion be  deducted  from  the  series,  the  result  is  not  materially  altered 
and  the  m.  1.  d.  still  remains  0.12  mg. 

TABLE  V. 
Dogs  Infected  with  Pneumococci  and  Later  Injected  with  Strophanthin, 


\  No. 
Date        of 

Sex. 

^oT 

Weight 
before 

Weight 

at  time 

of 

Total 
stro- 
phan- 
thin in- 

Strophan- 
thin injected 
per  kilo  of 

Dura- 
tion of 

Deviation 
from  aver- 

Highest tem- 
perature 
before  and 

(X915).    dog 

organ- 

infec- 

injec- 

body 

experi- 

age lethal 

after 

i 

ism. 

tion. 

tion. 

jected. 

weight. 

ment. 

dose. 

infection. 

1 

gm. 

gm. 

mg. 

mg. 

min. 

per  cent 

«c. 

Jan.    15!    I 

F. 

II 

9,000 

7.900 

1.237 

0.137 

108 

10 

38.8-392 

••      18,    3 

F. 

II 

8,150 

7.300 

1. 105 

O.151 

85 

20 

390-40.9 

"      26     4 

M. 

II 

9.400 

8,800 

1. 146 

0.130 

78 

4 

39.8-39-5 

Feb.     i|    5 

M. 

II 

8.500 

7.800 

0.82 

0.105 

55 

16 

39.8-39.5 

"       3,    6 

M. 

II 

9.000 

7.900 

0.88 

O.III 

73 

II 

39.6-39.2 

"       4'    8 

F. 

II 

8.300 

8.050 

I.OI 

0.125 

95 

0 

39.8-39.6 

"      17  10 

F. 

II 

5.800 

5.750 

0.68 

O.II8 

73 

6 

38.2-40.4 

*'     19  II 

M. 

II 

6,350 

6,150 

0.614 

0.0998 

55 

20 

38.8-39.8 

'*     24  12 

M. 

I 

8.600 

7.500 

1.08 

0.144 

ii5 

15 

39.0-39.8 

"     26  14 

M. 

I 

8.500 

8.250 

I.I 

0.133 

90 

6 

38.5-41.5 

Average  lethal  dose  per  kilo  =  0.125  mg. 

A  series  of  ten  experiments  was  next  carried  out  to  ascertain  the 
lethal  dose  in  pneumonic  dogs  (Table  V).  These  animals  were  in- 
fected by  the  method  described.  In  the  reaction  to  the  infection, 
the  dogs  displayed  symptoms  similar  to  those  described  for  the  cats. 
They  became  listless  and  usually  refused  to  eat.     The  respirations 
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appeared  to  be  somewhat  labored  and  were  increased  in  rate.  In  all 
the  dogs  there  was  a  loss  in  weight,  amounting  in  two  to  more  than 
i,ooo  grams.  The  temperature  following  infection  usually  rose. 
In  seven  dogs  the  increase  ranged  from  a  fraction  of  a  degree  to 
3°  C.  Three  dogs,  however,  failed  to  show  an  increase,  but  in  these 
the  temperature  was  not  taken  until  twenty-four  hours  after  infec- 
tion with  pneumococci.  The  injection  of  strophanthin  was  made 
during  the  second  twenty-four  hours  following  infection  because 
this  was  the  time  when  the  animals  were  most  severely  ill.  Lamar 
and  Meltzer  (5)  and,  later,  Wollstein  and  Meltzer  (9)  also  give  this 
time  as  the  period  of  the  maximum  reaction.  The  average  amount 
of  strophanthin  per  kilo  of  body  weight  injected  was  0.125  mg., 
which  was  practically  the  same  as  the  lethal  dose  required  in  the 
normal  dogs.  The  range  of  the  dosage  for  the  infected  dogs  varied 
from  0.099  to  0.15 1  mg.  per  kilo  of  body  weight.  In  six  of  these 
dogs  the  amount  of  strophanthin  injected  fell  within  11  per  cent  of 
the  average.  The  remaining  four  dogs,  Nos.  3,  5,  11,  and  12, 
showed  respectively  a  variation  of  20  per  cent  above,  16  per  cent 
below,  20  per  cent  below,  and  15  per  cent  above.  If  the  four  ani- 
mals showing  the  greatest  variation  are  omitted  from  the  series  it  is 
found  that  the  average  m.  1.  d.  of  the  remaining  six  dogs  is  still  0.12 
mg.  The  time  which  elapsed  between  the  commencement  of  the 
injection  and  the  death  of  the  animal  varied  from  55  to  115  minutes, 
the  average  time  being  82  minutes.  A  comparison,  then,  of  the  nor- 
mal and  infected  dogs  shows  the  lethal  dose  of  strophanthin  in  each 
to  be  the  same. 

Autopsy  Findings. — Autopsies  were  performed  on  all  the  cats  and 
dogs  in  both  the  normal  and  infected  series,  except  on  the  cats  in 
Group  I  that  survived  the  injection  of  strophanthin  and  on  the  cats 
in  Group  II  that  survived  the  infection.  Autopsies  performed  on 
cats  of  the  control  series  (Group  I)  killed  by  strophanthin  showed 
the  lungs  to  be  normal.  Two  cats  of  Group  II,  Nos.  34  and  36, 
died  during  the  height  of  the  infection.  No.  34  showed  a  massive 
consolidation  of  the  entire  left  lung,  and  also  of  the  middle  and  poste- 
rior lobes  of  the  right.  No.  36  showed  scattered  areas  of  consolida- 
tion throughout  all  the  lobes  of  both  lungs,  the  left  lung  being  almost 
entirely  consolidated.     A  well  marked  fibrinous  exudate  covered  the 
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pleura  and  a  moderate  amount  of  fluid  was  found  in  both  pleiu"al 
cavities.  Two  other  cats  belonging  to  this  group  died  at  a  period 
three  weeks  after  infection,  but  their  death  was  evidently  due  to  an 
intercurrent  disease.  Autopsies  on  these  animals  showed  small, 
scattered,  abnormal  areas  in  both  lungs  suggestive  of  an  old  pneu- 
monic process. 

Autopsies  were  performed  on  all  the  animals  of  Group  III.  The 
lungs  in  each  instance  showed  definite  signs  of  consolidation.  The 
involvement  varied  in  extent  from  a  portion  of  one  lobe  to  an 
entire  limg.  The  gross  examination  showed  the  area  involved  to  be 
deeply  congested  and  the  overlying  pleura  to  be  somewhat  dull  and 
lacking  in  luster.  In  a  number  of  the  animals  the  pleura  showed 
the  presence  of  a  small  amoimt  of  serofibrinous  exudate.  Two 
animals,  Nos.  33  and  55,  developed  a  fibrinopurulent  pleurisy,  and 
one,  No.  33,  also  showed  a  well  marked  pericarditis.  The  portion 
of  the  limg  involved  was  usually  firm,  inelastic,  and  friable.  On 
section  the  lungs  were  firm;  the  cut  surface  was  uniformly  dark  red 
with  a  tendency  to  be  dry.  On  compression,  a  small  quantity  of 
bloody  fluid  exuded  from  the  surface.  Small  portions  of  tissue  cut 
from  the  consolidated  areas  sank  in  water.  The  gross  appearance 
of  the  lungs  in  dogs  was  similar  to  that  in  the  cats.  Blood  cultures 
were  made  at  the  time  of  autopsy  from  the  heart's  blood  in  fourteen 
cats;  of  these,  twelve  contained  pneumococci. 

Microscopic  examination  of  the  lung  tissue  showed  the  alveoli  to 
be  filled  with  an  exudate  consisting  chiefly  of  leucocytes.  A  few 
large  lymphocytes,  red  blood  cells,  and  desquamated  epithelial  cells 
were  also  present.  Only  small  quantities  of  fibrin  were  con- 
tained in  the  alveolar  exudate.  The  amount  of  fibrin  found  in  the 
pneumonias  in  cats  was  slightly  more  than  that  foimd  in  the  dogs. 
The  walls  of  the  alveoli  were  only  moderately  congested.  The 
bronchi  contained  small  amounts  of  exudate,  consisting  chiefly  of 
red  and  white  blood  cells  with  particles  of  desquamated  epithelium 
and  small  amounts  of  fibrin. 

Electrocardiograms, — Electrocardiograms  were  made  of  ten  in- 
fected cats,  of  seven  normal  dogs,  and  of  all  the  infected  dogs. 
Non-polarizable  electrodes  were  placed  on  the  right  fore  and  the  left 
hind  leg.     Control  curves  were  obtained  before  infection  of  the 


Digitized  by 


Google 


Boss  A.  Jamieson.  639 

animals,  before  injection  of  strophanthin,  and  also  at  ten  minute 
intervals  after  the  injection  was  begun.  The  principal  changes  found 
to  follow  the  injection  were  increase  in  the  conduction  time,  altera- 
tions in  the  size  and  form  of  the  T  wave,  and  the  production  of 
extrasystolic  irregularities.  Changes  in  the  P-R  time  occurring  dur- 
ing the  course  of  the  strophanthin  injection  were  seen  in  four  of  the 
ten  cats.  In  these  there  was  an  increase  of  0.02  of  a  second  or  more. 
In  the  remaining  six  cats-  there  was  no  alteration  in  the  conduction 
time.  Changes  in  the  P-R  time  were  also  seen  in  five  of  the  normal 
and  in  six  of  the  infected  dogs.  In  all  of  these  there  was  an  increase 
of  0.02  of  a  second  or  more  (Figs,  i  B  and  3  C).  The  remaining 
dogs  of  both  groups  showed  no  important  change  in  the  P-R  time. 
Blocking  of  the  auricular  impulse  occurred  in  two  of  the  normal 
and  in  three  of  the  infected  dogs  (Figs.  2  B  and  3  B). 

Alterations  in  the  T  wave  have  recently  been  shown  to  occur  in 
man  during  the  administration  of  digitalis  ( 10) .  The  curves  of  cats 
and  dogs  displayed  similar  changes  (Figs.  4,  5,  and  6).  Of  the 
ten  cats,  a  negative  T  wave  was  present  in  the  control  curves  of  two, 
and  became  deeper  after  the  injection  (Fig.  5  B).  In  two  others  a 
diphasic  T  wave  became  negative,  and  in  a  fifth  an  upwardly  directed 
T  wave  became  markedly  diminished, in  height  (Fig.  6).  In  the 
remaining  five  cats,  the  strophanthin  produced  no  demonstrable 
change  in  this  wave.  In  two  of  the  seven  normal  dogs,  the  T  wave 
in  the  control  electrocardiogram  was  positive.  After  injection  it  be- 
came diphasic  in  one,  and  negative  (Fig.  i  B)  in  the  other.  The 
remaining  five  dogs  all  showed  negative  T  waves  in  the  control  curve. 
On  the  form  of  these  strophanthin  appeared  to  have  no  influence.  In 
the  ten  infected  dogs  changes  occurred  more  often.  In  six  animals 
the  T  wave  was  positive  in  the  control  curve  and  became  negative 
under  the  influence  of  strophanthin  (Figs.  3  B  and  3  C).  In  the 
seventh  a  negative  T  wave  became  diphasic.  In  the  remaining  three 
dogs  negative  T  waves  in  the  control  curve  became  deeper  under  the 
influence  of  the  drug  (Fig.  4  B).  Changes  in  the  T  wave  were  ob- 
served, therefore,  five  times  in  ten  cats,  and  in  twelve  of  seventeen 
dogs. 

Extrasystolic  (11)  irregularities  occurred  in  all  the  animals  fol- 
lowing the  injection  (Figs.  3  D  and  6  B).     Several  of  the  cats 
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which  received  the  average  lethal  dose  of  strophanthin  and  survived 
showed  an  irregularity  of  this  type  to  a  marked  degree.  When 
electrocardiograms  were  made  of  these  animals,  twenty-four  hours 
later,  the  heart  rhythm  was  again  normal  (Fig.  6).  In  one  cat  that 
survived  the  injection  of  strophanthin,  persistence  of  a  change  of 
shape  in  the  T  wave  continued  for  a  period  of  at  least  forty-eight 
hours  (Fig.  5).  In  all  the  dogs  and  in  the  cats  that  died,  extra- 
systoles  multiplied  in  frequency.  At  the- time  of  death  fibrillation 
of  the  ventricles  occurred. 

SUMMARY   AND  DISCUSSION. 

The  results  of  these  experiments  permit  a  comparison  of  the  action 
of  strophanthin  in  the  normal  and  the  infected  animals.  In  cats  the 
percentage  of  deaths  following  the  injection  of  o.i  mg.  of  strophan- 
thin per  kilo  of  body  weight  was  the  same  in  normal  and  in  pneu- 
monic cats.  The  number  of  recoveries  in  this  series  was  larger 
than  was  expected.  This  result  was  due  to  the  fact  that  the  dose  in- 
jected was  not  the  lethal  dose,  but  the  average  lethal  dose  (o.i  mg.) 
determined  by  Hatcher  and  Brody  (7)  and  by  Eggleston  (8).  The 
doses  which  the  latter  actually  injected  ranged  from  0.085  "^g-  ^^ 
0.16  mg. ;  from  these  the  average  minimal  lethal  dose  was  calculated. 
In  adopting  the  average  dose  as  the  standard  one  to  inject,  those  of 
our  cats  that  required  more  than  0.1  mg.  naturally  survived.  The 
death  rate  was  therefore  low.  The  plan  employed  in  dogs  differed 
from  that  used  in  cats.  A  lethal  dose  was  injected  in  each  dog. 
Death  occurred  when  an  average  of  0.12  mg.  of  strophanthin  per 
kilo  of  body  weight  was  injected.  The  same  dose  was  required  in 
normal  and  pneumonic  dogs.  The  effect  of  strophanthin  in  both 
groups  of  infected  and  non-infected  cats  and  dogs  is,  therefore, 
identical. 

Whether  the  uniformity  of  strophanthin  action  in  the  two  experi- 
mental groups  may  serve  as  the  basis  for  assuming  a  like  uniformity 
of  action  in  normal  individuals  and  in  pneumonia  patients  is  a  sub- 
ject which  requires  further  analysis.  The  difficulty  in  transferring 
the  experimental  results  to  patients  lies  in  the  question  of  whether 
the  type  of  pneumonia  produced  in  animals  is  the  same  as  that  found 
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in  man.  Clinically,  the  two  diseases  present  both  resemblances  and 
differences.  The  animals  become  definitely  ill  and  show  the  S)mip- 
toms  already  described.  The  illness,  however,  is  of  short  duration 
and  apparently  reaches  its  height  in  the  majority  of  animals  in 
twenty-four  to  seventy-two  hours.  Before  the  expiration  of  this 
time,  the  temperature  frequently  returns  to  normal.  Many  of  the 
infected  animals,  when  they  survive,  recover  in  three  to  five  days. 
The  mortality  in  dogs  infected  with  pneumococci  is  given  by  Lamar 
and  Meltzer  as  i6  per  cent.  In  the  present  series  of  twelve  infected 
cats,  the  mortality  was  also  i6  per  cent.  These  findings  differ  from 
human  pneumonia  in  tl^e  following  particulars:  The  infection  is 
not  so  severe ;  the  temperature,  though  elevated  at  first,  soon  falls ; 
the  duration  of  the  disease  is  short;  and  convalescence  is  rapid. 
The  mortality  is  slightly  lower.  Musser  and  Norris  (12)  give  the 
himian  mortality  at  21.06  per  cent.  Pathologically  the  tw'o  diseases 
also  show  differences.  The  gross  appearance  of  the  lungs  is  not  dis- 
similar, but  in  the  animals  the  consolidated  portions  are  somewhat 
dry  and  they  fail  to  show  a  stage  of  gray  hepatization  (5).  The 
amount  of  fibrin  present  is  small.  There  is  comparatively  slight 
congestion  of  the  alveolar  walls  and  of  the  walls  of  the  bronchi. 
The  relation  of  experimental  pneumonias  to  the  human  disease 
has  been  discussed  by  a  number  of  investigators.  Almost  all  believe 
that  the  two  types  are  similar,  if  not  identical.  Among  the  first  to 
express  this  opinion  was  Sternberg  (13)  ;  and  later  Gamaleia  (14), 
Prudden  and  Northrup  (15),  Kinyoun  and  Rosenau  (16),  Wads- 
worth  (17),  Lamar  and  Meltzer  (5),  Wollstein  and  Meltzer  (9) 
coincided  witTi  his  view.  Lamar  and  Meltzer,  especially,  have  in- 
sisted on  the  identity  of  the  two  processes.  On  the  other  hand, 
Welch  (18)  in  his  study  of  experimental  pneumonia,  says:  "Many 
inoculations  of  cultures  of  virulent  pneumococci  into  the  trachea  and 
limgs  of  dogs  have  been  made  in  my  laboratory  by  Dr.  Canfield  and 
myself,  but  in  no  instance  were  we  able  to  produce  an  inflammation 
of  the  lungs  which  we  were  willing  to  identify  with  acute  lobar 
pneumonia  as  found  in  human  beings."  But  he  adds  that,  in  the 
majority  of  experiments,  there  was  no  demonstrable  consolidation 
and  that  pleurisy  and  more  or  less  extensive  areas  of  pneumonia  were 
produced  only  in  a  few  animals. 
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The  inference  consequently  cannot  be  drawn  that  an  effect  ob- 
tained with  strophanthin  in  the  experimental  disease  may  be  antici- 
pated in  man.  The  striking  similarity  in  action  in  infected  and 
uninfected  animals  renders  it  likely,  however,  that  the  usual  action  of 
the  drug  in  man  may  be  expected  in  the  presence  of  pneumonia.  We 
have  accumulated  evidence,  to  be  published  later,  which  shows  that 
this  action  actually  takes  place  in  the  human  disease.  As  far  as 
evidence  obtained  electrocardiographically  is  concerned,  our  experi- 
ments show  that  strophanthin  causes  the  same  electrical  changes  in 
the  heart  when  the  animals  are  infected  as  it  does  imder  normal 
conditions.  , 

CONCLUSIONS. 

1.  When  a  like  amount  of  strophanthin  is  injected  intravenously, 
the  mortality  is  the  same  in  both  normal  cats  and  in  cats  suffering 
from  experimental  pneumonia. 

2.  The  minimum  lethal  dose  of  strophanthin  is  the  same  in  normal 
dogs  and  in  dogs  suffering  from  experimental  pneumonia. 

3.  The  presence  of  an  acute  infection  in  these  animals  does  not 
interfere  with  the  action  of  strophanthin  on  the  heart. 

4.  Electrocardiographically  the  changes  occurring  in  the  heart's 
action  when  strophanthin  is  injected  are  found  to  be  similar  in  nor- 
mal and  in  infected  animals. 

5.  The  identity  of  strophanthin  action  in  infected  and  normal 
animals  renders  it  probable  that  a  like  similarity  may  be  anticipated 
in  man,  under  normal  conditions  and  in  pneumonia. 
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EXPLANATION  OF  PLATES. 

In  the  following  electrocardiograms  leads  were  taken  from  the  right  fore  to 
the  left  hind  leg.  In  all  flgures  the  divisions  of  the  abscissae  equal  0.04  of  a 
second,  the  divisions  of  the  ordinates  equal  ic*  millivolts. 

Plate  74. 

Fig.  I,  A  and  B.  These  curves  were  taken  from  Normal  Dog  B.  In  A, 
made  immediately  before  the  injection  of  strophanthin,  the  P-R  interval  is  0.07 
to  0.08  of  a  second.  The  T  waves  are  prominent  and  upwardly  directed.  In  B, 
taken  25  minutes  after  the  injection  was  begun  and  when  0.43  mg.  of  strophan- 
thin had  been  injected,  P-R  time  increased  to  o.ii  or  0.12  of  a  second.  The  T 
wave  is  negative.  The  time  since  the  commencement  of  the  injection  and  the 
amount  of  strophanthin  injected  are  given  except  in  Fig.  3.  In  the  cat  curves 
the  time  only  is  indicated. 

Fic.  2,  A  to  C.  Curves  taken  from  Normal  Dog  C.  Curve  A  was  taken 
before  the  injection  of  strophanthin.  The  rhythm  is  regular.  The  P-R  interval 
is  0.08  to  0.09  of  a  second.    The  T  waves  are  negative.    Curve  B  was  made  65 
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minutes  after  the  injection  was  begun;  strophanthin  0.76  mg.  had  been  injected. 
Complete  dissociation  between  auricles  and  ventricles  is  shown.  The  rate  of  the 
auricles  is  much  reduced.  Curve  C  was  made  20  minutes  later  than  B;  stro- 
phanthin 0.85  mg.  had  been  injected.  It  shows  a  succession  of  ectopic  ven- 
tricular beats.  Two  distinct  types  are  seen.  In  the  first  and  last  parts  of  the 
curve  the  impulses  arose  in  the  wall  of  the  right  ventricle ;  those  between,  in  the 
wall  of  the  left  ventricle.  The  latter  show  considerable  variation.  Auricular 
complexes  cannot  be  distinguished. 

Plate  75. 

Fig.  3,  A  to  D.  These  curves  were  taken  from  Infected  Dog  i.  Curve  A 
was  made  before  the  injection  of  strophanthin.  The  P-R  time  is  o.io  of  a 
second.  The  T  wave  in  some  of  the  complexes  is  flat,  in  others  it  is  composed 
of  two  parts,  a  low  upwardly  directed  portion  and  a  small  negative  wave.  Curve 
B  was  taken  65  minutes  after  the  injection  of  strophanthin  was  begun.  The 
P-R  time  is  lengthened  to  0.15  of  a  second.  The  T  waves  consist  of  three  parts : 
first,  a  gradual  upward  rise  following  the  S  wave ;  second,  a  rather  sharp  down- 
ward deflection;  and  third,  an  upward  rise.  Every  third  auricular  impulse  is 
blocked.  Curve  C  was  taken  10  minutes  after  Curve  B.  The  complexes  are 
normal.  The  P-R  time  is  0.15  of  a  second.  The  ventricular  complex  is  similar 
to  that  seen  in  Fig.  2  B,  the  principal  change  being  in  the  T  wave.  Ventricular 
extrasystoles  occur  which  are  probably  of  left  ventricular  origin.  The  T  wave 
accompanying  these  is  positive.  Curve  D  was  taken  25  minutes  later  than  C; 
strophanthin  1.09 ^g.  had  been  injected.  No  auricular  waves  appear.  In  each 
pair  of  ectopic  ventricular  beats  the  first  member  has  its  origin  in  the  left  ven- 
tricle, and  the  second  in  the  right  ventricle.  The  third  pair  forms  an  exception ; 
here  the  order  is  reversed. 

Fig.  4,  A  and  B.  These  curves  were  taken  from  Infected  Dog  11.  Curve  A 
was  made  before  the  injection  of  strophanthin.  The  P-R  time  is  0.08  of  a 
second.  The  T  wave  is  made  up  of  three  parts,  a  small  positive  wave  following 
directly  on  the  S  wave,  a  small  negative,  and  a  small  positive  wave.  Curve  B 
was  made  15  minutes  after  the  injection  of  strophanthin  was  begun;  0.24  mg. 
had  been  injected.  The  P-R  time  is  unchanged.  The  T  wave  is  composed  of 
two  parts,  a  negative  portion  of  considerable  depth  and  a  small  upward  part 

Plate  76, 

Fig.  5,  A  to  D.  These  curves  were  taken  from  Infected  Cat  63.  The  animal 
survived  the  injection  of  strophanthin.  Curve  A  was  made  before  the  injection. 
In  the  earlier  portion  of  the  curve  the  P  wave  has  a  normal  relation  to  the  R 
wave ;  later  it  gradually  merges  into  the  R  wave  until  it  disappears.  The  excur- 
sion of  R  is  now  increased  and  S  is  decreased.  The  T  wave  consists  of  two 
portions,  a  flat  or  upwardly  directed  portion  and  a  small  negative  wave.  Curve 
B  was  taken  13  minutes  after  the  injection  of  strophanthin  was  begun.  The 
P-R  time  is  0.07  of  a  second.  The  T  wave  consists  of  two  portions,  a  flat  or 
upwardly  directed  portion  and  a  negative  part  of  much  greater  extent  than  in 
Curve  A.  Curves  C  and  D  were  taken  24  and  48  hours  after  the  injection  of 
strophanthin,  respectively.    In  both  curves  the  P  wave  is  absent  and  in  this 
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respect  they  resemble  the  last  portion  of  Curve  A.  A  negative  T  wave  has  per- 
sisted in  C  and  D,  though  in  the  latter  T  wave  is  more  like  the  form  seen  in 
Curve  A. 

Fig.  6,  A  to  C.  These  curves  were  taken  from  Infected  Cat  64.  This  animal 
survived  the  injection  of  strophanthin.  Curve  A  was  made  before  the  injection. 
The  heart  rhythm  is  normal.  The  P-R  time  is  0.07  of  a  second.  The  T  wave 
is  positive.  Curve  B  was  taken  33  minutes  after  the  injection  of  strophanthin 
was  begun.  It  shows  a  completely  irregular  heart  action.  No  P  waves  are  dis- 
cernible. The  ventricular  complexes  are  ectopic,  have  various  forms,  and  have 
their  origin  at  several  points  in  the  walls  of  the  right  and  left  ventricles.  Curve 
C  was  taken  24  hours  later  and  shows  the  return  of  the  heart  to  a  normal 
rhythm.    The  P-R  time  is  the  same  as  in  Curve  A.    The  T  waves  are  positive. 
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FURTHER  INVESTIGATIONS  ON  THE  ORIGIN  OF 
TUMORS  IN  MICE. 

I.     Tumor  Incidence  and  Tumor  Age  in  Various  Strains  of 

Mice. 

Py  a.  E.  C.  LATHROP  and  LEO  LOEB,  M.D. 

(From  the  Department  of  Pathology  of  the  Barnard  Free  Skin  and  Cancer 
Hospital,  St,  Louis,) 

(Received  for  publication,  June  2,  191 5.) 

The  starting  point  for  our  investigations  was  the  observation  of 
the  endemic  occurrence  of  tumors  in  animals.^ 

At  that  time,  as  well  as  on  later  occasions,  we  emphasized  the  fact  that  heredi- 
tary factors  might  be  the  cause  of  this  endemic  occurrence  and  that  we  had  not 
been  able  to  find  any  direct  indication  of  infection;  and  we  had  furthermore 
occasion  in  a  later  publication  to  point  out  the  importance  of  analyzing  these 
conditions  through  breeding  experiments.  In  1907  we  published  some  observa- 
tions made  at  the  mouse  farm  of  Miss  Lathrop,  in  Granby,  Mass.,  which  ren- 
dered it  probable  that  the  frequency  of  tumors  in  mice  at  certain  places  was  in 
all  probability  due,  not  to  infection,  but  to  hereditary  transmission  in  certain 
families.2  Keeping  mice  in  cages,  where  formerly  tumor  mice  had  lived,  did 
not  increase  the  ratio  of  cancer  among  those  mice,  while  there  was  some  indi- 
cation that  mice  belonging  to  different  families  and  kept  on  the  same  farm  in 
Granby,  Mass.,  showed  a  different  tumor  incidence,  although  the  living  condi- 
tions were  approximately  the  same  for  the  various  families. 

In  1910  we  were  enabled  to  resume  these  investigations  on  a  larger  scale  on 
the  same  mouse  farm  in  Granby,  and  in  the  following  year  we  published  the 
tree  of  one  of  the  families  of  mice  under  our  observation  in  which  the  hereditary 
transmission  of  tumors  had  been  apparent^    Since  our  publication  in  1907  there 

1  Loeb,  L.,  On  Carcinoma  in  Cattle,  Medicine,  1900,  vi,  286.  Ueber  das 
endemische  Vorkommen  des  Krebses  beim  Tiere,  Centralbl.  f.  Bakteriol.,  ite 
Aht.,  Orig.,  1904,  xxxvii,  235. 

2  Loeb,  Further  Observations  on  the  Endemic  Occurrence  of  Carcinoma,  and 
on  the  Inoculability  of  Tumors,  Univ.  Penn.  Med.  Bull.,  1907-08,  xx,  2. 

3  Loeb,  Ueber  einen  Kontakt-Kombinationstumor  bei  einer  weissen  Maus, 
Centralbl.  f.  allg.  Path.,  191 1,  xxii,  993. 
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appeared  two  investigations,  one  by  Tyzzer*  and  a  more  recent  one  by  Murray,^ 
dealing  with  the  heredity  of  tumors  in  mice.  Both  compared  the  frequency  of 
tumors  in  a  certain  number  of  mice  which  were  directly  descended  from  tumor 
mice  with  those  which  had  no  tumor  mice  in  their  immediate  ancestry.  Tyzzer 
considers  that  his  results  suggest  a  possible  influence  of  heredity,  and  Murray 
also  considers  his  conclusions  not  yet  as  quite  definite.  Inasmuch  as  the  results 
of  Murray  are  more  recent  and  are  based  on  more  extensive  observations  than 
those  of  Tyzzer,  it  might  be  of  interest  to  analyze  briefly  the  facts  on  which 
Murray's  conclusions  are  based.  Murray  states  that  all  the  mice  concerned  in 
the  experiments  are  descended  ultimately  from  animals  known  to  have  suffered 
from  cancer.  "When  new  spontaneous  cases  of  cancer  in  mice  bred  outside 
the  laboratory  are  obtained,  males  bred  in  the  laboratory  from  cancerous  stock 
are  mated  with  them,  and  as  time  goes  on  the  process  is  repeated,  so  that  a  large 
number  of  animals  with  a  composite  known  ancestry  is  obtained.  This  con- 
tinual introduction  of  fresh  cancerous  stock  to  the  parentage  was  decided  on  to 
eliminate,  as  far  as  possible,  the  influence  of  other  indeterminate  peculiarities 
which  might  conceivably  influence  the  incidence  of  cancer  indirectly  in  the  nearly 
related  animals  derived  by  inbreeding  from  a  single  pair."  Murray  based  his 
conclusions  on  the  observation  of  562  females  which  attained  the  age  of  6  months 
or  more.  These  562  mice  were  divided  into  two  unequal  groups,  one  in  which 
cancer  occurred  either  in  the  mother,  one  or  the  other  grandmother,  or  in  all 
three,  and  another  in  which  cancer  was  more  remote  in  the  ancestry.  In  the 
first  lot  of  mice  18.2  per  cent,  in  the  latter  8.2  per  cent  tumor  mice  were  found. 
The  principal  criticism  which  can  be  made  against  conclusions  based  on  this 
procedure  is  the  following :  Mice  whose  mothers  or  grandmothers  had  no  tumors 
might  belong  to  strains  rich  in  tumors.  In  this  case  their  offspring  would  in  all 
likelihood  develop  many  tumors,  while  mice  whose  direct  ancestry  had  tumors 
might  belong  to  strains  very  poor  in  tumors  and  their  offspring  would  then 
develop  less  tumors  than  the  offspring  of  non-tumor  mice.  For  instance,  if  we 
should  select  non-cancerous  female  mice  from  our  strains  "  English,"  "  814  plus 
English,"  "Michigan  Wild  plus  loi,"  "Nov.  3d  Strain,"  "Nov.  8th  Strain," 
and  compare  the  cancer  rate  of  their  offspring  with  the  cancer  rate  of  tumor 
mice  from  the  strains  "  8^^,"  "  London,"  "  Heitler,"  "  Silver,"  "  Cream,"  "  Ger- 
man plus  Carter,"  we  would  find  that  the  offspring  of  the  non-tumorous  females 
is  much  richer  in  tumors  than  the  offspring  of  tumorous  animals.  There  is 
therefore  a  very  large  factor  of  chance  in  the  results  obtained  by  Murray.  Acci- 
dentally the  mice  whose  grandparents  or  parents  had  had  tumors  belonged  to 
strains  somewhat  richer  in  tumors  than  the  strains  to  which  the  other  mice 
belonged.  Definite  conclusions  can  only  be  obtained  if  we  use  strains  the  tumor 
rate  of  which  is  known.    These  results  we  published  in   1913.*    We  showed 

*  Tyzzer,  E.  E.,  A  Series  of  20  Spontaneous  Tumors  in  Mice,  with  the  Acr 
companying  Pathological  Changes  and  the  Results  of  the  Inoculation  of  Certain 
of  These  Tumors  into  Normal  Mice,  Jour.  Med,  Research,  1907-08,  xvii,  155. 

*  Murray,  J.  A.,  Cancerous  Ancestry  and  the  Incidence  of  Cancer  in  Mice, 
Fourth  Scientific  Report  of  the  Imperial  Cancer  Research  Fund,  191 1,  114. 

*  Lathrop,  A.  E.  C,  and  Loeb,  L.,  The  Incidence  of  Cancer  in  Various  Strains 
of  Mice,  Froc.  Soc.  Exper.  Biol,  and  Med.,  1913,  xi,  34.  Loeb,  L.,  Some  Recent 
Results  of  Cancer  Investigations,  Lancet-Clinic,  1913,  ex,  664. 
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among  other  facts  on  the  basis  of  very  extensive  observations  that  different 
strains  kept  at  the  same  farm  differed  markedly  in  their  tumor  rate,  that  this 
difference  in  tumor  rate  was  a  characteristic  which  was  maintained  approxi- 
mately constant  through  several  generations,  and  we  gave  definite  figures  for 
the  frequency  of  tumors  in  different  strains.  Thus  the  great  importance  of  the 
factor  of  heredity  in  the  transmission  of  tumors  in  mice  was  definitely  proven. 

Since  191 3  we  have  continued  our  investigations  and  we  wish  to 
report  (i)  the  extension  of  the  work,  (2)  more  detailed  figures  con- 
cerning the  cancer  rate  and  cancer  age  in  the  successive  generations 
of  the  various  strains,  and  (3)  some  new  facts  especially  regarding 
the  relation  between  cancer  rate  and  cancer  age.  These  data  will 
also  form  a  basis  for  succeeding  communications. 

We  found  it  best  to  divide  the  mice  into  three  classes,  according 
to  age:  (i)  in  Class  I  were  mice  7,  8,  9,  10,  11,  and  12  months  old; 
(2)  in  Class  II  were  mice  13,  14,  15,  16,  and  17  months  old;  (3) 
in  Class  III  were  mice  18  months  old  and  older.  Mice  dead  with- 
out tumor  below  the  age  of  seven  months  are  disregarded.  In  our 
tables  we  give  the  generations  of  the  mice  as  Fj,  Fg,  F3,  and  so  on, 
designating  as  Fj  the  first  generation  which  we  included  in  our  new 
records.  On  the  left  side  of  the  table  we  state  the  number  of  mice 
that  die  without  tumors,  on  the  right  side  those  with  tumors.  First 
we  give  the  total  figure  of  observed  mice,  then  in  brackets  the 
number  of  mice  that  die  in  each  of  the  three  periods  of  life.  The 
Roman  figures  after  each  Arabic  figure  indicate  the  period  of  age 
during  which  a  certain  number  of  mice  died.  We  give  first  the  ab- 
solute figures  and  below  in  each  case  the  percentage  figures.  In 
the  summary  of  the  various  strains  we  add  the  percentage  of  mice 
dying  with  and  without  tumors  in  the  respective  periods  expressed 
in  per  cent  of  the  total  number  of  mice  dying  in  this  period.  We 
considered  only  female  mice  and  included  all  the  subcutaneous 
tumors.  The  large  majority  of  these  are  the  common  adenocarci- 
nomata  and  carcinomata.  There  occur  a  few  other  tumors,  as,  for 
instance,  squamous  cell  carcinoma  and  sarcoma.  The  number  of 
these  latter  tumors  is,  however,  in  our  material  apparently  so  small 
that  the  results  cannot  be  affected  by  including  all  the  subcutaneous 
tumors  in  our  calculations.  Tumors  of  internal  organs  were  disre- 
garded at  present.     We  shall  report  on  this  phase  of  our  work  on  a 
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later  occasion  after  the  microscopic  study  has  been  concluded.  Mac- 
roscopically  visible  tumors  in  internal  organs  of  mice  are  of  little 
significance  for  our  present  studies.  While  the  material  on  which 
our  conclusions  are  based  is  great,  we  intend  to  continue  our  work, 
and  if  there  should  be  an  error  in  our  conclusions,  it  will  in  all  prob- 
ability be  cleared  up  by  our  further  experiments. 

/.  Tumor  Incidence  and  Tumor  Age  of  Non-Hybrid  Strains. 

In  this  class  we  consider  strains,  which,  though  of  composite 
origin,  were  kept  inbred  in  our  experiments  for  a  number  of  gen- 
erations. 

/.  Strain  English, 

These  are  mice  imported  from  England  in  1905.  Their  offspring  were  brought 
to  Granby,  Mass.,  in  the  spring  of  1906.  The  mice  have  a  dull  reddish  color  and 
their  offspring  have  various  colors,  especially  sable,  agouti,  and  dull  reddish. 
Later  another  female  mouse  of  the  same  English  strain  with  a  bright  red  color 
is  added.  By  breeding  various  red  colored  mice  together  an  attempt  is  made  to 
obtain  red  stock.  However,  among  the  offspring  there  are  many  black,  sable, 
agouti,  and  chocolate  colored  animals,  but  rarely  a  mouse  with  a  good  red  color. 
All  the  mice  belonging  to  this  strain  were  derived  from  a  very  small  number  of 
animals.  The  strain  had  been  propagated  for  a  number  of  years  at  the  time 
when  we  started  our  experiments.  The  same  holds  good  in  the  case  of  the 
majority  of  other  strains.  It  may  have  been  different  in  those  strains  which  had 
been  more  recently  imported,  as  the  "  European "  and  "  German,"  "  Heitler " 
and  **  London."  But  even  in  the  Heitler  and  London  the  fact  that  the  results 
even  in  small  groups  are,  on  the  whole,  concordant  with  each  other  does  not 
make  it  probable  that  the  various  individuals  within  a  strain  which  we  used  for 
propagation  represented  very  different  kinds  of  mice.  Selection  among  the 
original  gave,  after  breeding  through  several  generations,  a  strain  with  a  good 
proportion  of  black-eyed  tans,  and  another  with  a  small  proportion  of  good 
black-eyed  reds.  There  were  also  occasionally  pink-eyed  mice  in  these  groups. 
One  pink-eyed  reddish  tan  colored  male  of  English  origin  was  mated  to  white 
females  of  Massachusetts  origin.  The  offspring  of  this  group  again  showed 
various  colors,  some  of  them  white.  These  whites  bred  together  for  one  gen- 
eration gave  again  pure  white  offspring.  The  other  offspring  of  the  reddish 
tan  male  and  white  Massachusetts  females  were  mostly  black  and  sable  in  color. 
They  all  had  black  eyes.  The  latter  when  bred  together  without  selection  had 
generally  dull  colored  offspring,  but  there  were  a  very  small  number  with  pink 
eyes  and  a  reddish  or  tan  color,  and  two  or  three  of  a  dull  bluish  smoke  shade. 
These  various  pink-eyed  animals  had  all  pink-eyed  offspring,  usually  of  a  non- 
characteristic  color  in  the  first  generation,  but  in  the  succeeding  generations  the 
clear  tan  shade  appeared ;  these  tan  mice,  when  bred  together,  bred  true.  Their 
offspring  were  the  only  mice  which  had  exactly  this  color.    These  tan  colored 
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mice  gave  origin  to  the  English  substrains  "  loi "  and  "  Tan."  The  latter  are 
mostly  the  offspring  of  Tumor  Mice  121  and  122.  They  had  therefore  all  tan 
color.  Other  mice  of  the  same  origin  had,  as  mentioned  above,  a  dull  bluish 
color ;  there  were  two  or  three  of  those  among  the  grandchildren  of  the  original 
pink-eyed  reddish  tan  male  and  the  white  Massachusetts  female.  These  bluish 
mice  bred  together  had  some  offspring  of  the  same  color  and  a  few  with  dis- 
tinct silver  color.  The  silver  colored  were  rare  at  first  Mice  with  somewhat 
similar,  approximately  silver  color  occurred  also  occasionally  among  the  original 
English  mice,  which  had  no  admixture  of  white'  Massachusetts  stock.  Through 
several  generations  these  silver  mice  were  added  to  the  silver  mice  of  the  mixed 
origin.  These  silver  mice  selected  and  interbred  gradually  bred  true.  Occasionally, 
however,  there  occurred  among  them  some  mice  of  lighter,  almost  silver  fawn 
color.  The  latter  bred  together  also  breed  true  and  have  only  silver  fawn  off- 
spring. Thus  we  have  four  distinct  substrains  of  the  English  strains,  which 
are  characterized  by  their  color  which  remains  distinct:  (i)  the  "Tan"  mice 
with  pink  eyes,  mainly  offspring  of  Tumor  Mice  121  and  122;  (2)  the  substrain 
"loi,"  also  tan  mice;  (3)  the  "Silver";  and  (4)  the  "Silver  Fawn." 

In  addition  to  those  we  have  two  substrains  in  which  mice  of  various  colors 
occur:  (i)  "English  Sable,"  members  of  the  original  English  family.  One  pair 
of  sable  color  was  selected  and  gave  origin  to  this  substrain.  This  substrain 
has  never  had  mice  with  the  red  and  tan  colors  which  some  of  the  original 
English  mice  showed,  but  had  many  sable,  some  blade,  and  many  white  mice. 
As  white  males  were  usually  kept,  the  colored  mice  have  now  become  eliminated 
and  all  "  Sable  "  are  at  the  present  time  white.  The  colored  mice  belonging  to 
this  substrain  have  never  had  pink  eyes,  but  the  white  mice  at  present  are  pink- 
eyed,  like  ordinary  white  mice.  (2)  The  last  substrain  is  "  English  A,"  non- 
selected  groups  from  the  general  stock.  There  were  some  groups  all  sable  in 
color,  some  all  red  or  orange;  in  other  groups  various  colors  were  represented, 
sable,  agouti,  black,  white,  dull  tans,  and  dull  reds.  In  no  case,  however,  did  a 
real  Silver  occur  in  such  a  mixed  group.  They  occurred  only  a  few  times  in 
earlier  generations  and  were  either  discarded  if  of  dull  color,  or  added  to  the 
first  two  Silver  generations,  if  of  fairly  clear  color.  Mice  in  this  strain  dif- 
fered not  only  in  their  color,  but  also  in  their  resistance.  On  the  whole,  the 
red  and  yellow  pink-eyed  varieties  of  English  mice  are  not  very  rugged  and  not 
satisfactory  as  breeders.  The  females  of  the  loi  strain  were  prolific,  they  very 
frequently  had  new  litters,  but  they  were  usually  small  and  died  often  at  early 
ages.  All  the  Silver  as  well  as  the  loi  and  Tan  had  pink  eyes.  None  among 
the  English  Sable,  with  the  exception  of  the  white  ones,  had  pink  eyes.  Of  the 
substrain  A  some  had  pink  eyes,  but  the  majority  were  black-eyed.  No.  481  a 
and  her  descendants  had  pink  eyes,  although  they  are  mice  of  a  relatively  dark, 
dull  agouti  color. 

The  following  substrains  were  thus  distinguished: 

1.  English  A,  composed  of  various  groups  of  English,  not  line  bred. 

2.  Family  loi,  the  offspring  of  pink-eyed  tans. 

3.  English  Tan  E,  the  offspring  of  Tumor  Mice  121  and  122. 

4.  English  Sable. 
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5.  English  Silver. 

6.  English  Silver  Fawn. 

It  was  of  special  interest  to  compare  the  tumor  rates  in  the  various 
groups  which  had  a  similar  origin  and  to  determine  whether  the 
various  groups  differed  markedly  in  their  tumor  rates. 

(a)  Earlier  groups. 

J.  Substrain  English  A. 
Without  tumors.  With  tumors. 

44  (33  I    4  11    7  HI)  71  (25  I    39  11    7  HI) 

37"^^  (75%  I    9%  n    16%  III)  63%  (35%  I    55%  H    10%  III) 

(b)  Later  groups. 
12  (7  I    5  H)  21  (13  I    7  11    I  HI) 

36%  (58%  I  42%  II)  64%  (62%  I  33%  n  5%  in) 

(c)  Additional  records  (winter,  1914-15). 
8  (3  I    4  n     I  III)  19  (14  I    5  11) 

30%  (38%  I    50%  II     12%  III)  70%  (79%  I    21%  II) 

We  see  that  the  tumor  rate  in  the  same  group  at  different  periods 
remained  approximately  the  same  (63,  64,  and  70  per  cent),  that  a 
large  per  cent  of  the  tumors  appear  in  the  first  period  of  life,  and 
a  large  part  of  the  remaining  tumors  in  the  second  period.  As  a 
result  of  the  high  tumor  incidence  in  young  mice,  the  mortality  is  in 
early  life  so  great  that  the  number  of  mice  attaining  an  old  age  is 
relatively  small. 

The  figures  for  the  total  of  this  lot  are : 

Without  tumors.  With  tumors. 

64  (43  I    13  n    8  III)  III  (52  I    51  11    8  III) 

37%  (673^%  I    20%  II    I2i^%  III)  63%  (47%  I    46%  II    7%  HI) 

11  +  11126%     11150%     1  +  1135%      11  +  11174%     11150%     1  +  1165% 
I  35%  I  65%> 

In  two  cases  the  offspring  of  tumor  mice  belonging  to  this  group 
were  followed  separately.  Through  four  generations  the  offspring 
of  Tumor  Mouse  481  a,  (dull  agouti  with  pink  eyes)  were  recorded. 

Without  tumors.  With  tumors. 

3  (3  I)  II  (8  I    3  11) 

21%  (100%  I)  79%  (72%  I    28%  II) 
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In  this  case  the  result  is  in  accordance  with  the  behavior  of  the 
group  as  a  whole. 

In  the  oflFspring  of  Tumor  Mouse  281,  which  were  followed  through  five  gen- 
erations, the  tumor  rate  is  very  much  lower. 


Without  tumors. 


7  (7 1) 


(a)  Earlier  generation. 
I  (I  II) 


With  tumors. 


(b)  Later  generations. 
5  (I  I    3  11    I  HI)  2  (I  I    I  II) 

Total:  12  (8  I    3  H    i  III)  3  (i  I    2  II) 

80%  (68%  I    24%  II    8%  III)  20%  (34%  I    66%  II) 

It  is  possible  that  we  accidentally  isolated  in  this  last  family  re- 
cessives  with  a  low  tumor  rate.  But  as  the  mice  died  early  in  this 
case,  and  the  number  of  animals  we  observed  is  small,  we  must 
leave  this  questiorTat  present  undecided. 

2.  Substrain  Family  loi. 

No.  loi  was  a  pink-eyed  English  Tan  tumor  mouse  from  a  family  in  which 
all  three  females  had  tumors. 


Without  tumors. 
Fx  3  (3  I) 
F,  6  (6  I) 

37%  (roo%  I) 
F,  7  (3  I    4  II) 

24%  (43%  I    57%  11) 
F.  9  (5  I    4  II) 

25%  (55%  I    45%  11) 
F,  2  (I  I     I  II) 

25%  (50%  I    50%  II) 
F.  2  (2  I) 

28%  (100%  I) 
Total:  29  (20  I    9  II) 

29%  (69%  I    31%  II) 
11  +  11128%    130%    1  +  1129% 


With  tumors. 

10  (9  1    . I  II) 

63%    (90%  I      10%  II) 

22  (17  I    5  H) 

76%  (77%  I    ^3%  II) 

27  (17  I    911    I  III) 

75%  (63%  I  33%  n  4%  ni) 

6  (I  I    5  11) 
75%  (17%  I    83%  11) 

5  (2  I    3  11) 
72%  (40%  I    60%  II) 
70  (46  I    23  II    I  III) 
71%  {66%  1    33%  n     1%  III) 

II  +  III  72%  1 70%  I  -t  n  71% 


We  see  that  we  have  here  to  deal  with  a  high  tumor  rate  (71  per 
cent),  that  the  majority  of  the  tumors  appear  in  the  first  period  of 
life,  and  the  rest  in  the  second  period,  and  furthermore  that  in  the 
six  generations  which  we  observed  in  this  family  the  tumor  rate  aid 
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the  tumor  age  were  about  the  same.  If  we  disregard  the  mice  dying 
in  the  first  period  of  life,  the  tumor  incidence  remains  about  the 
same  (72  per  cent) .  In  this  family  a  tumor  was  observed  to  appear 
in  a  six  months  old  mouse. 

S.  Substrain  English  Tan  E. 
Offspring  (pink-eyed)  of  two  early  Tan  Tumor  Mice  121  and  122. 
Without  tumors.  With  tumors. 

3  (3  I)  8  (6  I    2  II) 

27%  (100%  I)  73%  (7S%  I    25%  II) 

This  is  a  small  group  of  similar  character  to  the  preceding  family. 
Here  tumor  incidence  and  tumor  age  are  similar  to  those  in  loi. 


4.  Substrain  English  Sable. 

(a)  Older  records. 

Without  tumors. 

With  tumors. 

F,    3  (2  or  3  I    I  uncertain  II) 

6  (3  I    3  II) 

Fa  12  ( 1 1 1  (6  of  these  below  6  months) 

40  (33  I    5  11    2  III) 

I  III) 

F3  II  (8  I     I  II    2  III) 

25  (21  I    3  II    I  III) 

F.    3  (I  I    2  II) 

21  (17  I    3  II     I  III) 

F,    0 

5  (4  I    I  II) 

Total:  29(221    411    3  III) 

97  {78  I    15  II    4  III) 

23%   (76%  I    14%  II    10%  III) 

77%  (81%  I     15%  II    49 

II  -4-  III  29% 

11  + III  71% 

4%  III) 


(b)  Newer  records. 

F,    2  (I  I     I  II)  5  (3  I    2  II) 

F,  19  (II  I    7  11      I  III)  24  (14  I    8  II    2  III) 

F.    4  (3  I    I  11)            •  4  (I  I    3  II) 
Offspring  of  Tumor  Mouse  217  i  (i  I)        6  (2  I    4  II) 

Total:  26  (16  I    9  II     I  HI)  39  (20  I    17  II    2  III) 

40%  (62%  I    34%  II    4%  HI)  60%  (51%  I    44%  II    5%  III) 

II 4-  III  34%  II  +  III  60% 
Total  of  (a)  and  (b)  : 

55  (38  I    13  II    4  III)  136  (98  I    32  II    6  III) 

28%  (69%  I    24%  II    7%  III)  72%  (73%  I    23%  II    4%  III) 

II  +  III  31%  II  +  III  69% 


(c)  Family  of  Tumor  Mouse  437. 

(No 

.  437  raised  young  while  she  had  a  tumor.) 

F.  I  (I  I) 
F,  2  (2  I) 
F,  2  (2  I) 
F.  0 

7  (I  I    6  II) 

4  (2  I    2  II) 

5  (4  I    I  II) 

Totalis  (SD 

24%  (100%  I) 

16  (7  I    9  II) 

76%  (44%  I    56%  II) 
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(d)  Additional  records  (winter,  1914-15;. 


F.  9  (4  I    3  II    2  III) 

15  (5  I    4  n    6  III) 

F.  7  (2  I    3  11    2  III) 

8  (4  I    3  II    I  III) 

F.  0 

1   (I  I) 

Total :  16  (6  I    6  II    4  HI) 

24  (10  I    7  II    7  HI) 

40%  (37^%  I    37^%  11    25%  III) 

60%  (42%  I    29%  II 

29%  III) 

Total  of  English  Sable:  176  (115  I    48  II    13  III) 

76  (49  I     19  n    8  III)  70%  (66%  I    27%  II    7%  HI) 

30%   (65%  I    25%  II     10%  III)  II  +  III  69%    III  62%    I  70%    I  + 

11  +  11131%    11138%    130%  1+  1171% 

II  29% 

If  we  compare  the  total  of  English  Sable  with  the  total  of  English 
loi,  we  see  that  the  figures  are  very  similar  as  to  the  incidence  of 
cancer  and  the  age  at  which  cancer  appears.  In  both  cases  (without 
consideration  of  the  mice  alive  in  the  various  periods)  the  majority 
of  tumors  appear  in  the  first  period  of  life.  In  English  A  the 
tumor  incidence  is  only  slightly  less,  and  here  also  the  first  period 
of  life  is  the  one  in  which  there  appear  more  tumors  than  in  any 
other  period;  but  here  again  the  preponderance  of  the  first  period 
over  the  other  periods  is  not  so  great  as  in  the  case  of  the  Sable  and 
loi.  English  Tan  and  English  Sable  are  similar.  Within  the 
Sable  the  various  generations  and  families  of  individual  tumor  mice 
behave  in  a  similar  way  as  the  total.  Of  course,  certain  variations 
occur,  but  they  are  relatively  slight  and  they  are  especially  notice- 
able where  the  number  of  observed  mice  is  relatively  small ;  only  in 
one  family  a  diflferent  tumor  rate  may  prevail,  but  even  here  it  is  not 
certain.  The  oflfspring  of  mice  bom  while  the  mother  had  a  tumor 
are  not  more  liable  to  have  tumors  than  other  mice  of  the  same  gjoup 
(family  of  Tumor  Mouse  437).  On  the  whole,  the  variations  in 
the  incidence  of  tumors  and  the  age  at  which  they  appear  follow  a 
parallel  course;  if  the  incidence  is  somewhat  lower  in  a  group,  the 
tumors  also  appear  at  a  somewhat  later  period  of  life.  At  least 
this  parallelism  is  noticeable  in  the  records  within  the  groups  of  the 
English  strain  just  mentioned.  It  remains  to  be  seen  whether  or 
not  this  parallelism  is  accidental. 
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5.  Substrain  English  Silver. 
They  were  bred  for  color.    All  the  English  Silver  mice  are  poor  breeders. 

(a)  Older  records. 
Without  tumors.  With  tumors. 

74  (29  I    39  11    6  III)  5  (I  I    4  II) 

94%  (39%  I    53%  II    8%  HI)  6%  (20%  I    80%  II) 

II  +  III  92%  II  +  III  8% 

There  were  9  groups.  In  7  no  tumors  were  observed,  in  2  groups  tumors 
appeared.  In  i  of  these  2  groups  2  out  of  21  mice,  in  the  other  3  out  of  13,  had 
tumors. 

(b)  Additional  records  (winter,  1914-15). 

35  (15  I     10  II     10  III)  3  (3  I) 

92%  (43%  I    28^%  11    28^%  III)        8%  (100%  I) 

Here  tumors  appeared  in  2  groups  out  of  6.  In  one  there  were  2  tumor  mice 
in  a  group  of  10,  in  the  other  i  out  of  7  had  a  tumor. 

Total  of  all  English  Silver : 

109  (44  I    49  II    16  III)  8  (4  I    4  II)- 

93%  (41%  I    45%  II    14%  III)  7%  (50%  I    50%  II) 

We  see  that  tumor  incidence  is  the  same  in  both  sets  (a)  and 
(b).  The  difference  between  the  other  English  and  the  English 
Silver  is  most  striking.  In  the  latter  the  tumor  rate  is  very  low 
throughout.  Furthermore,  it  is  of  interest  that  out  of  15  groups 
tumors  appeared  in  only  4,  and  in  3  out  of  these  4  groups  there 
were  more  than  i  tumor  mouse,  while  in  11  groups  no  tumor 
appeared. 

Of  great  interest  is  the  fact  that  while  the  tumor  incidence  in  the 
English  Silver  is  very  low,  the  mice  that  had  tumors  had  them  at 
about  as  early  an  age  as  the  strains  with  high  tumor  rate.  The 
English  Silver  that  did  not  have  tumors  in  the  first  or  second  period 
of  life  were  not  more  liable  to  acquire  them  in  the  third  period 
than  they  were  in  the  first  and  second  periods.  It  seems  therefore 
that  incidence  of  tumor  and  tumor  age  are  unit  factors  which  are 
to  some  extent  independent  and  transmitted  independently  of  each 
other.  Furthermore,  we  see  here  established  the  interesting  fact 
that  there  is  a  linking  in  this  case  between  the  color  of  the  mice  and 
the  rate  of  tumor  incidence.  A  low  rate  goes  with  a  silver  color, 
while  a  high  rate  goes  with  the  sable,  tan,  and  white  among  the 
English  strains. 
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6.  Substrain  English  Silver  Fawn. 

The  Silver  Fawn  have  been  more  prolific  than  the  Silver,  but  just  as  delicate. 
They  rarely  raise  their  young.  Two  groups  were  kept:  (i)  i  to  9  months  old,  2 
to  II  months  old,  i  to  13  months  old,  i  to  15  months  old,  without  tumors;  (2) 
their  oflFspring,  i  to  9  months  old,  2  to  12  months  old,  3  to  13  months  old,  2  to 
16  months  old,  without  tumors.  This  record  makes  it  probable  that  tumors  are 
here  as  rare  as  among  the  Silver.  We  have  therefore  split  oflf  from  the  English 
strain  a  substrain  Silver,  in  which  there  went  hand  in  hand  with  the  color  a 
a  very  low  tumor  incidence.  And  from  the  Silver  again  another  variety  of  color. 
Silver  Fawn,  was  split  off,  in  which  again  there  was  linked  with  the  color  a  low 
tumor  incidence. 

2.  Strain  *^ Cream" 

The  mice  that  gave  origin  to  this  strain  were  obtained  in  the  year^i903  from 
t^o  different  sources,  Atlantic  City  and  Springfield,  Ohio.  Up  to  the  year  191 1 
only  the  cream  colored  mice  were  kept  and  used  for  breeding,  while  the  black 
and  sable  colored  mice  which  appeared  more  frequently  were  discarded.  From 
191 1  on,  females  of  all  colors  were  kept  The  females  in  this  strain  are  poor 
breeders ;  the  mice  grow  ^lowly,  but  ultimately  reach  the  same  size  as  the  other 
mice.    Many  of  these  mice  reach  old  age. 

(a)  Older  records. 
Without  tumors.  With  tumors. 

127  (35  I    50  II    42  III)  3  (I  II    2  III) 

98%  (27%  I    39%  II    34%  III)  2%  (33%  II    66%  III) 

II  +  III  97%    III  97.6%  II  +  III  3%    III  24% 

There  were  26  groups  in  this  lot.  In  one  group  there  appeared  2  tumor  mice, 
and  in  another  group  i  tumor  mouse.  In  24  groups  there  appeared  no  tumor 
mouse.  As  in  the  case  of  the  English  mice,  the  rate  of  tumor  incidence  is  not 
essentially  changed,  if  only  mice  in  Periods  II  and  III  or  mice  in  Period  III  of 
life  are  considered. 

(b)  Additional  records  (winter,  1914-15). 

94  (28  I    41  II    25  III)  2  (I  II    I  III) 

98%  (29%  I    44%  II    27%  III)  2%  (50%  II    50%  III) 

These  2  tumor  mice  appeared  in  2  different  groups.  The  tumor 
incidence  is  here  the  same  as  in  Group  (a).  The  low  tumor  rate  in 
this  strain  is  therefore  a  constant  condition. 

Total  Cream  strain : 

221   (63  I    91  II    67  III)  5  (2  II    3  III) 

98%  (29%  I    41%  II    30%  III)  2%  (40%  II    60%  III) 

II  +  III  97%    III  96%  II  +  III  3%    III  4% 
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The  tumor  rate  is  extremely  low,  2  per  cent.  If  we  leave  the 
mice  dying  in  the  first  or  first  and  second  period  of  life  out  of  con- 
sideration, the  tumor  rate  is  not  essentially  changed. 

Cream  X. 
Seven  mice  of  the  Cream  strain  (with  black,  cream,  and  sable  color)  were 
separated  from  the  others,  and  four  generations  of  these  mice  were  bred.    They 
were  called  Cream  X. 

(a)  Older  records  of  Cream  X. 
Without  tumors.  With  tumors. 

44  (20  I     13  II     II  III)  O 

100%  (45%  I    30%  II    25%  III)  O 

(b)  Recent  records. 
86  (28  I    32  II    26  III)  5  (2  I    3  11) 

945^%  (33%  I    37%  II    30%  III)  sy2%  (40%  I    60%  II) 

Total  of  Cream  X : 

130  (48  I    45  n    37  III)  5  (2  I    3  11) 

96%  (37%  I    35%  n    28%  III)  4%  (40%  I    60%  II) 

Thus  the  tumor  rate  in  the  Cream  X  is  of  the  same  order  as  in 
the  Cream,  although  they  had  been  kept  entirely  separate.  We  may 
therefore  conclude  that  in  this  case  we  have  to  deal  with  relatively 
pure  strains  as  far  as  the  tumor  incidence  is  concerned.  Of  14 
groups  of  Cream  X,  12  were  free  from  tumors ;  in  each  of  2  groups 
(holding  9  and  7  mice  respectively)  2  tumor  mice  were  found.  If 
we  arrange  the  Cream  X  according  to  generations,  we  find  the  fol- 
lowing : 

F.  34  (13  I  12  II  9  III) 

100%  (38%  I  35%  II  27%  III) 
F,  39  (15  I  12  II  12  III) 

100%  (38%  I  31%  II  31%  HI) 
F.  39  (14  I  12  II  13  III)  5  (I  I  3  11) 

89%  (36%  I    31%  n    33%  HI)  11%  (20%  I    80%  III) 

F,  18  (6  I    9  n    3  HI)  I  (I  I) 

95%  (SS'y^c  I    50%  II    17%  III)  5%  (100%  I) 

Taking  Cream  and  Cream  X  together  we  find  that  tumors  occur 
here  apparently  later  than  in  the  English  strain,  also  later  than  in 
the  Silver;  absolutely  the  majority  of  tumors  appear  here  in  the 
second  and  not  in  the  third  period  of  life. 
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3.  Strain  No.  8. 

No.  8  is  of  mixed  origin.  They  are  in  piirt  <Jescended.  fi^om  mice  received 
from  Springfield^  MasSM-J^nd  from_Qhii);  in  part  from  a  pair  of  plum-silver 
mice  sometime,  imported  from  England,  but  not  related  to  the  English  strain 
mentioned  previously.  From  this  mixed  origin  descended  some  plum-silver 
females  which  were  in  Dec,  1907,  mated  with  the  son  of  a  ttunor  mouse 
found  in  Granby.  Their  descendants  are  the  No.  8  strain.  The  male,  the  son 
of  a  tumor  mouse,  was  later,  when  he  had  grown  old,  left  to  his  daughters  and 
gave  origin  to  the  strain  designated  85^.  No.  8  is  a  strain  which  breeds  well 
and  is  healthy ;  the  mice  live  longer  than  the  English  strain. 

(a)  Older  records  of  No.  8. 

Without  tumors.  With  tumors. 

F.     I  (I  III)  4  (4  111) 

F,   14  (2  I    3  II    9  unknown  age)  8  (3  I    2  II    3  III) 

F,  24  (22  I    I  II    I  III)  II  (3  I    6  II    2  III) 

F,   18  (9  I    9  III)  9  (4  I    2  II    3  III) 

F.  39  (8  I    15  II    16  III)  17  (7  I    8  II    2  III) 

F,  29  (19  I    8  II    2  III)  3  (I  II    2  III) 

F,   12  (7  I    3  II    2  III)  4  (I  II    3  III) 

F,o  12  (3  I    3  II    6  III)  8  (4  II    4  III) 

Total : 
149(701   33  II   37111  9  unknown  age)       64(171    24  II    23  III) 
70%  (47%  I    22%  II    31%  III) 

II  +  III  60%     III  62%  30%  (26%  I    37%  II    37%  III) 

II  +III  40%    III  387c 

In  this  group  is  maintained  through  the  various  generations  a 
medium  tumor  rate,  considerably  lower  than  in  the  English  strain, 
and  the  tumor  age  is  higher;  also  higher  than  in  the  English  Silver, 
which  have  a  considerably  lower  tumor  rate  than  the  No.  8  strain. 

(b)  One  tumor  mouse,  No.  100,  from  the  fourth  generation  of  the  No.  8  strain 
was  mated  with  a  male  of  No.  8,  F4  and  had  the  following  offspring: 

F,  o  3  (2  II    I  III) 

F3  4  (I  I    3  III)  6  (I  I    4  II    I  III) 

F,  5  (5  I)  o 

F.  3  (2  I    I  II)  6  (6  I) 

Total : 

12  (8  I    I  II    3  III)  15  (7  I    6  II    2  III) 

44%  (67%  I    8%  II    25%  III)  56%  (74%  I    40%  II    13%  III) 

The  tumor  rate  is  here  apparently  higher  than  in  the  No.  8  strain,  and  the 
tumor  age  somewhat  lower. 

(c)  Additional  records  (winter,  1914-15). 
F.  26  (7  I    13  II    6  III)  2  (2  III) 
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In  the  8th  generation  the  tumor  rate  is  lower  than  usual.  The 
two  tumors  appeared  here  in  the  last  period  of  life.  We  have  in 
this  case  to  deal  with  a  relatively  small  number  of  mice.  Until  fur- 
ther observations  indicate  a  constancy  in  the  general  lowering  of 
the  tumor  rate  in  this  strain,  we  cannot  attach  too  much  importance 
to  this  observation. 

Total  of  No.  8: 

187(851  47 II  46  III  9  unknown  age)  81  (24  I    30  II    27  III) 

70%  (45^  I    24%  II    24%  III)  30%  (29%  I    37%  II    34%  III) 

II  +  III  62%    III  63%  II  +  III  38%    III  37% 

In  this  case  the  tumor  rate  increases  somewhat  if  we  consider 
only  the  mice  in  the  second  and  third  periods  of  life. 

4.  Strain  8  1/2. 

This  is  a  strain  closely  related  to  Strain  8.  The  male  (son  of  a  tumor  mouse) 
which  gave  origin  lo  T^o.  8^  was  mated  to  his  daughters,  which  latter  belonged 
to  the  No.  8  strain.  This  strain  is  less  rich  in  tumors  than  No.  8,  and  the 
tumors  appear  also  at  a  rather  late  period  of  life.  This  fact  may  be  explained 
by  assuming  that  the  male  in  this  case  belonged  to  a  strain  less  rich  in  tumors 
than  the  females. 


Without  tumoM. 

With  tumors. 

F.+F,24(I0I     14  II) 
F,  14  (6  II    8  III) 
F«  51  (14  I    18  II    19  III) 
F.  40  (17  I    14  II    9  III) 
F.  2  (2  I) 

I    (I  II) 

4   (2  I     I  II     I  III) 

I    (I  II) 

6  (6  II) 
0 

Total: 

131  (43  I    52  II    36  III)  27  (6  I    17  II    4  HI) 

83%  (33%  I    40%  II    27%  III)  17%  (22%  I    63%  II    15%  III) 

11  + III  81%    III  90%  11  + III  19%    III  10% 

Leaving  out  of  consideration  mice  which  did  not  reach  the  second  or  third 
period  of  life  modifies  the  figures  only  slightly  without  essentially  changing 
the  results. 

5.  Strain  Carter. 

This  strain  is  the  offspring  of  a  son  of  a  pink-eyed  English  tumor  mouse  of 
orange  color  and  of  9  females  (7  of  which  were  white,  2  brown  with  white  spots) 
obtained  jnJJtica,^  N.  Y.  The  females  of  this  strain  are  as  good  breeders  as  the 
average  No.  8  or  English,  but  do  not  grow  up  as  fast  as  the  latter. 


Without  tumort. 

With  tumon. 

\     I    (.1  III) 

•.  11   (5  I    2  II    4  HI) 

3   (2  II     I  III) 

•.  19  (7  I    7  II    S  III) 

16  (8  I     5  11    3  III) 

•.  10  (3  I    3  II    4  III) 

7  (4  I    2  II     I  III) 
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Total : 

41  (15 1   1411    12  HI) 

61%  (36%  I    35^c  n    29%  III) 
11  +  11165%    11171% 


26  (12  I    9  II    5  III) 

39%  (46%  I  35%  n   19%  ni) 
II  +  III  35%  in  29% 


Disregarding  mice  that  died  during  the  first  period  of  life  without 
tumors,  but  including  those  acquiring  tumors  during  this  period, 
the  figures  are:  without  tumors  50%  (54%  II  46%  III);  with 
tumors  50%  (46%  I  35%  II  19%  III).  The  tumor  rate  in  this 
strain  is  higher  than  that  of  No.  8  and  8^  and  lower  than  that  of 
English.  The  tumor  age  is  slightly  higher  than  in  the  case  of  the 
English  and  lower  than  in  Nos.  8  and  8>^.  Wherever  the  figures 
are  sufficiently  large  in  the  various  generations,  the  results  are 
similar. 

6.  Strain  European. 

Thirteen- iiM€«  of  various  sizes  were  imported  from  JEurope*_Feb.j  IQ.10. 
They  are  on  the  whole  of  smaller  size  than  the  Granby  mice.  They  and  their 
offspring  suffer  greatly  from  mouse  t3T)hus.  In  Oct.,  191 2,  their  number  has  not 
yet  increased.  Two  of  the  offspring  of  the  imported  stock  have  tumors.  Only 
a  relatively  small  number  of  this  lot  lived  long  enough  to  be  included  in  the 
records. 


Without  tumors. 

With  tumors. 

F.  7  (5  I    2  II) 
F«  9  (5  I    4  11) 

0 

2   (2  I) 

Total: 

16  (10  I    6  II) 

84%  (62%  I    38%  11) 

3    (2  I      I   II) 

16%  (66%  I    34%  11) 

Substrain  European  from  Trio, 

Two  females  and  one  male  (all  probably  of  one  litter)  were  separated  from 
the  rest  of  the  European  mice ;  one  of  these  two  females  had  a  tumor  when  not 
yet  quite  a  year  old  (No.  228).  The  offspring  of  these  mice  were  more  healthy, 
but  here  also  occasionally  typhus  appeared. 


Without  tumors. 
F,    5  (I  I    3  n    I  III) 
F,  18  (6  II    12  III) 
F,  49  (23  I    14  11    12  III) 
F.    7  (3  I    4  11) 

Total : 
79  (27  I    27  II    25  III) 
84%  (34%  I    34%  n    32%  III) 
II  +  III  84% 


With  tumors. 

1  (I  II) 

2  (I  II      I  III) 

II   (5  I    4  11    2  III) 
I  (I  11) 


15  (5  I  7  II 
16%  (33%  I 
II  +  III  16% 


3  III) 
47%  II 


20%  III) 
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The  same  tumor  rate  occurs  here  as  in  the  other  European  group, 
notwithstanding  the  much  larger  number  of  mice  in  this  group. 
The  figures  in  both  substrains  are  therefore  confirmatory  of  each 
other.  The  tumor  rate-is  similar  to  that  in  No.  8>4.  The  tumor  age 
is  somewhat  jower  than  that  of  No.  8  and  No.  8>^.  The  results  in 
the  various  generations  agree  fairly  well  with  each  other. 

7.  Strain  German. 

These  mice  were  imported  from  Germany  in  May»  ipio.  They  are  some- 
what smaller  tHan'the  average  Gran5y  mice,  but  a  little  larger  than  the  European. 
They  are  a  very  prolific  strain,  but  again  die  early  on  account  of  disease.  Three 
just  weaned  young  females  and  one  male  were  the  only  ones  to  thrive.  All  the 
mice  recorded  are  the  offspring  of  these  four  mice. 


Without  tumors. 

F,o 
F,o 

F,  6  (2  I    3  11    I  III) 
F.o 

F.  4  (4  I) 
Total: 

10  (6  I    3  11    I  HI) 

50%  (60%  I    30%  II    10%  III) 

11  +  III  36% 


3  (I  I 

2  (I  I 

3  (2  I 
2  (2  II) 


With  tumors. 
2  II  or  III) 
I  II  or  III) 
I  III) 


10  (3  I    5  11    2  III) 
50%  (30%  I    50%  II 

11  +  III  64% 


20%  III) 


The  number  of  mice  is  not  large  in  this  strain,  but  the  indications 
are  that  we  have  to  deal  with  a  strain  rich  in  tumors,  which,  how- 
ever, do  not  appear  as  early  as  is  the  case  of  the  English.  In  this 
lot  the  mortality  in  early  life  was  great.  The  tumor  rate  increases, 
therefore,  if  we  exclude  the  animals  dying  in  the  first  period  of  life. 

8,  Strain  Heitler. 


This  strain  is  the  offspring  of  mice 
Without  tumors. 
F,  13  (4  I    7  11    2  III) 

81%  (31%  I  54%  II  15%  ni) 

F,  39  (24  I    5  n      10  III) 

81%  (62%  I     13%  II    25%  III) 
F,  13  (9  I    2  II    2  III) 

54%  (70%  I   15%  n  15%  ni) 

F.9(5l    4  11) 

64%  (56%  I    44%  11) 
Total: 
74  (42  I    18  II     14  III) 
73%  (56%  I    24%  II    20%  III) 
11  + III  57% 


imported  more  recently  from  Germany. 
With  tumors. 

3  (3  11) 
19%  (100%  II) 

9  (I  I    8  11) 
19%  (11%  I    89%  II) 
II  (I  I    10  II) 
46%  (9%  I    91%  11) 

5  (2  I    3  11) 
36%  (40%  I    60%  II) 

28  (4  I    24  II) 

27%  (14%  I    86%  II) 

11  +  11143% 
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In  this  strain  the  tumor  rate  as  a  whole  is  similar  to  that  of  No.  8. 
The  tumor  age  also  is  similar,  inasmuch  as  the  first  period  of  life  is 
poor  in  tumors,  even  more  so  than  in  Nos.  8  and  8j^.  It  is  an  in- 
teresting fact  that  in  this  strain  the  large  majority  of  tumors  appear 
in  the  second  period  of  life,  while  the  third  period  is  free  from 
tumors.  For  this  reason  the  tumor  rate  increases,  if  we  omit  from 
consideration  the  mice  dying  in  the  first  period  of  life,  just  as  we  did 
in  the  case  of  No.  8.  On  the  whole,  the  figures  are  within  certain 
limits  similar  in  the  different  generations. 

p.  Strain  London. 

This  strain  comprises  about  a  dozen  animals  with  various  colors  imported 
from  London,  England,  late  in  the  summer  of  191 1. 
Of  five  imported  females,  four  had  tumors. 


(a) 

Older  records. 

Without  tumors. 

With  tumors. 

F,  22  (7  I    5  n    10  III) 

9  (4  I 

2  II 

3  111) 

F,  19  (8 1  7  n    4  ni) 

7  (I  I 

311 

3  111) 

Total: 

41  (15  I  12  n  14  III) 

16(51 

5  II 

6  III) 

72%  (37%  I    29%  II    34%  HI)  28%  (31%  I    31%  n    38%  III) 

II  +  III  ys'^c    III  70%  II  +  III  27%    III  30% 

(b)  Family  of  an  imported  London  mouse  with  tumor  (481). 

F,  4  (3  I    I  HI)  0 

F,  I  (I  II)  o 

F.  I  (I  I)  I  (I  I) 

(c)  Later  records  (winter,  1914-15). 

F.    9  (I  I    3  II    5  ni)  3  (3  III) 

F,  16  (7  I    4  II    5  III)  2  (I  II    I  III) 

F.  15  (9  I    5  II    I  III)  .  II  (3  I    8  11) 

Total: 

40  (17  I    12  II     II  III)  16  (3  I    9  II    4  III) 

54%  (42%  I    30%  II    28%  III)  26%  (19%  I    56%  II    25%  III) 

II  +  III  64%    III  54%  11  +  III  36%    III  26% 

Thus  the  later  records  agree  very  well  with  the  former  one,  as  to 
the  rate  of  tumors  and  tumor  age.  The  irregularities  foimd  in  the 
individual  generations  increase  in  inverse  ratio  to  the  nimiber  of  the 
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animals  observed ;  but  on  the  whole  the  variations  are  not  very  great. 
The  tumor  rate  and  tumor  age  are  similar  to  those  of  No.  8.  Omit- 
ting animals  in  the  first  or  in  the  first  and  second  period  of  life  does 
not  greatly  alter  the  result. 

Total: 
87  (36  I    25  II    26  III)  33  (9  I    14  II    10  III) 

73%  (41%  I    29%  II    30%  III)  27%  (27%  I    43%  II    30%  III) 

//.     Tumor  Incidence  and  Tumor  Age  of  Some  Hybrids. 

These  and  a  number  of  other  strains,  not  yet  mentioned,  were 
used  for  hybridization  and  have  thus  produced  a  considerable  num- . 
ber  of  additional  strains  which  we  observed  through  successive  gen- 
erations.    Inasmuch  as  we  shall  report  on  the  crosses  later  in  con- 
nection with  another  problem,  we  shall  here  cite  only  a  few  of  them. 

I.  German  -\-  Carter. 

(a)  Early  records. 

Without  tumors.  With  tumors. 

195  (56  I    57  II    82  III)  15  (2  I    3  II    10  III) 

93%  (29%  I    29%  II    42%  III)  7%  (13%  I    20%  II    63%  III) 

(b)  Later  records. 

131  (23  I    31  11    77  HI)  17  (2  I    8  II    7  HI) 

88%  (17%  I    24%  II    59%  III)  12%  (12%  I    47%  II    41%  III) 

Total: 

326  (79  I    88  II    159  III)  32  (4  I    II  11    17  III) 

91%  (24%  I    24%  II    52%  III)  9%  (12%  I    34%  II    54%  III) 

11  +  11190%    11189%    195%  1+      II  fill  10%    III  11%    15%    I +  11 
II  92%  8% 

Hence  the  earlier  and  later  records  are  similar  in  regard  to  the 
tumor  rate  as  well  as  to  the  tumor  age.  The  tumors  appear  very 
late.  In  the  successive  generations  some  variations  occur;  they  are, 
however,  on  the  whole  not  very  great ;  the  deviation  from  the  mean 
is  greatest  where  the  number  of  observed  mice  is  smallest.  The 
tumors  appear  in  all  generations  at  a  late  period  of  life. 

F,  II  (6  I    5  HI)  3  (3  III) 

78%  (55%  I    45%  III)  22%  (100%  III) 

F,  71  (15  I    18  II    38  III)  3  (3  III) 

96%  (21%  I    25%  II    54%  III)  4%  (100%  III) 
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F,  205  (49  I    48  II    108  III) 

90%  {24%  I    23%  II    53%  III) 

F«    39  (9  I    22  II    8  III) 

95.1%  (20%  I    60%  II    20%  III) 


24  (3  I     10  II    II  III) 

10%  (13%  I    42%  II    45%  III) 

2  (I  I    I  II) 

4.9%  (50%  I    50%  II) 


2.  Silver  +  to. 


Without  tumors. 

F.    I  (I  III) 

F,  40  (19  I    15  II    6  III) 

70%  (48%  I    37%  II    15%  III) 
F,  95(311    34  II    30  III) 

65%  (33%  I    35%  II    32%  III) 
F4  13  (4  I     I  II    8  III) 
62%  (31%  I    7%  II    62%  III) 
F.    I  (I  III) 

Total : 

150  (54  I    50  II    46  III) 

64%   (35  2/3%  I     33  1/3%  II     31% 

III) 
-11  +  11162%    III  61% 


With  tumors. 

3  (I  II     2  III) 

17(31    7  II  7  III) 

30%  (18%  I  41%  II    41%  III) 
52(201    17  II    15  III) 

35%  (38%  I  33%  II    29%  III) 

8  (3  I    4  II  I  III) 

38%  (38%  I  49%  II     13%  III) 

4  (4  III) 

84  (26  I    29  II    29  III) 

36%  (32%  I    34%  II    34%  III) 

II  +  III  38%    III  39% 


The  various  generations  behave  in  a  similar  manner  as  far  as  tumor  rate  and 
tumor  age  are  concerned.    The  tumors  appear  at  a  medium  age. 


J.  European-\-No.  10  (Nov.  sd  Strain). 

The  tumors  appear  in  the  successive  generations  at  a  similar  rate. 
Variations  occur  especially  if  the  number  of  mice  is  relatively  small 
in  a  certain  generation.  The  tumors  appear  on  the  average  at  a 
medium  age  in  the  various  generations. 


Without  tumors. 

With  tumors. 

F.  I  (I  III) 

I    (I  III) 

F,  5  (3  I    2  II) 

16  (6  I    10  II) 

24%  (60%  I    40%  II) 

76%  (37%  I    63%  II) 

F,  21  (9  I    6  II    6  III) 

75  (16  I    36  II    25  III) 

22%  (43%  I    28%  II    29%  III) 

78%  (21%  I  48%  II  31%  HI) 

F4  42  (30  I    12  II) 

71  (33  I    30  II    8  III) 

37%  (71%  I    29%  II) 

67%  {Al^%  I    43%  II     11%  HI) 

F,  2  (1  I    I  II) 

20  (8  I    5  II      7  III) 

9%  50%  I    50%  II) 

91%  (40%  I    25%  II    35%  III) 

Total: 

71  (43  I    21  II    7  III) 

183  (63  I    81  II    39  III) 

(60%   I     30%    II      10% 

II  +  III  19%  III  15% 
1  +  1131%    141% 


III)  72%  (34%  I    43%  II    23%  III) 

11  + III  81%    III  85% 
I  +  II  69%    I  59% 
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The  tumors  appear  not  so  early  as  in  the  case  of  the  English. 
The  tumor  age  is  similar  to  No.  8. 

///.   Tumor  Age, 

In  discussing  the  various  strains  of  mice,  we  have  already  had 
occasion  to  mention  the  age  at  which  the  tumors  appeared.  We 
did  not,  however,  express  the  frequency  of  tumors  of  a  certain  strain 
in  relation  to  the  number  of  mice  alive  at  a  certain  period.  This  is 
done  in  the  following  pages.  Here  those  strains  which  have  a  suf- 
ficient number  of  mice  for  the  purpose  of  such  a  calculation  are 
divided  into  three  classes  according  to  their  age.  We  include  here 
furthermore  strains  which  were  not  mentioned  previously.  In  each 
case  we  state  how  many  mice  were  alive  in  each  of  the  three  periods 
and  what  percentage  of  the  mice  alive  had  tumors  at  that  period  ol 
life.  Thus  we  come  to  a  more  accurate  determination  of  the  fre- 
quency of  tumors  at  a  certain  period  of  life  and  we  can  decide 
whether  the  various  strains  have  the  same  tumor  age  and  whether 
this  tumor  age  is  correlated  with  other  factors.  The  figures  which 
we  thus  obtain  are  only  an  approximation  to  the  real  conditions; 
they  are  not  absolutely  correct,  because  in  computing  the  figures  we 
ignored  the  fact  that  during  the  various  periods  mice  died  at  dif- 
ferent times,  while  we  assumed  for  the  purpose  of  obtaining  a  rela- 
tively small  number  of  comparable  figures  in  each  strain,  that  they 
lived  to  the  end  of  that  period  of  life.  However,  we  believe  that 
this  inaccuracy  does  not  interfere  seriously  with  a  representation  of 
the  actual  facts. 

In  defining  the  tumor  age  of  the  various  strains  we  had  further 
to  consider  the  fact  that  the  figures  obtained  stating  the  per  cent  of 
tumor  mice  living  at  a  certain  period  depended  also  on  the  absolute 
frequency  of  tumors  of  a  certain  strain  and  not  only  on  the  distribu- 
tion of  tumors  according  to  the  age  of  the  animals.  In  order  to 
eliminate  the  former  factor  it  was  necessary  to  determine  in  all 
strains  the  relation  between  the  percentage  of  tumor  mice  in  each  of 
the  three  periods  of  life. 

On  the  following  pages  we  state  in  each  strain  the  number  of 
tumor  mice  expressed  in  per  cent  of  living  mice  in  each  period. 
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We  then  state  the  frequency  of  tumors  in  the  strain  as  a  whole, 
and  then  follows  the  relation  between  tumor  rate  in  the  first  and 
second  plus  the  third  periods,  and  the  relation  between  timior  rate 
in  the  first  and  the  second  periods,  between  tumor  rate  in  the  second 
and  third,  and  lastly  between  the  tumor  rates  in  the  first  plus  the 
second  and  third  periods  of  life.  Thus  we  obtain  an  insight  into 
the  relative  frequency  of  tumors  in  the  three  different  periods  of 
Hfe. 


European  +  No.  lo  (Nov.  3d  strain). 
I  Period    254  mice    63  tumors  =  25% 
II        "        148     "      120      "        =81% 
III        "         46     "        39      "        =88% 

English  A. 

I  Period  175  mice  52  timiors  =  29% 

II        "         80     "  51      "        =64% 

III        "          16     "  8      "        =50% 

English  Sable. 
I  Period    252  mice  115  tumors  =  46% 
II        "         88     "        61      "        =69% 
III        "         21     "        13      "        =62% 

English  except  Silver.    Total: 
I  Period    537  mice  219  tumors  =  41% 


II 
III 


203 
38 


146 
22 


=  72% 
=  58% 


172%    1: 11+111=1:7    1: 11=1:3 
jII:III=i:i     I+II:III=ij2:i 

163%     1: 11+111=1:4     1: 11=1:2^ 
II:  111=1.3: 1     1+11:111=1.9: 1 


70%     I :  II+III=i :  2.8    1: 11=1:1.5 
II:III=i:i     1+11:111=1.9: 1 


1 68%     1:11+111=1:3.2    1: 11=1:1.7 
I II:  111=1.3: 1    1+11:111=2: 1 


English  Silver. 
I  Period    117  mice 
II        "         69     " 
III        "  16     " 


8  tumors  =  6.1  %1 
4  "  =  5.1% 
o      "        =   o   % 


7%     1: 11+111=1.2: 1     1:11=1.2:1 


No.  8. 
I  Period 
II        " 
III 


268  mice 
150     " 
73     " 


No.  sy2. 

I  Period    158  mice 
II 
III 


Carter. 
I  Period 
II 
III 


109     " 
40     " 

67  mice 
40     " 
17     " 


24  tumors  =  8% 
57  "  =38% 
27      "        =37%   J 

6  tumors  =   4%   ] 
17      "        =15% 

4  "        =10%   J 

12  tumors  =  17    %] 
9      "        =  22.5% 

5  "        =28    % 


[30%    1:11+111=1:9.3    1: 11=1:47 
fII:III=i:i     1+11:111=1.2:1 


1 17%     I :  II+III=i :  6.2    1:11=1:3.7 
I II:  111=1.5: 1     1+11:111=1.9:1 


39%     1: 11+111=1:3    1: 11=1:1^ 
II:  111=1:1.2    I+II:  111=14: 1 
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=  7%  1 
=  19%    Y 

=  27%    J 


German. 

I  Period 

20  mice 

3  tumors  =  15% 

II       " 

II     " 

5      "        =45% 

III        " 

3     " 

2      "        =66% 

European. 

I  Period 

94  mice 

5  tumors  =   5% 

II        " 

62     " 

7      "        =  11% 

III       " 

28     " 

3      "        =  10% 

Heitler. 

I  Period 

102  mice 

4  tumors  =  4% 

II        " 

56     " 

24      "       =43% 

III        " 

14     " 

0      "       =  0% 

London. 

I  Period 

120  mice 

9  tumors  =   7% 

II       " 

75     " 

14      "        =  19% 

III        " 

36     " 

10      "        =  27% 

European  +  No.  lo  (Nov.  8  strain). 

I  Period 

96  mice 

20  tumors  =  21% 

II        " 

61     " 

33      "       =54% 

III        " 

12     " 

9      "        =75% 

Cream  +  lo. 

I  Period 

174  mice 

4  tumors  =  3% 

II        " 

152     " 

23      "        =  15% 

III        " 

96     " 

35      "        =36% 

No.  8  +  German. 

I  Period 

244  mice 

21  tumors—   9% 

II        " 

183     " 

51      "        =28% 

III 

86     " 

28      "        =33% 

loi  + 103. 

I  Period 

152  mice 

6  tumors  =  4% 

II        " 

97     " 

27      "        =  29% 

III        " 

45     " 

18      "       =40% 

German  +  Carter. 

I  Period 

358  mice 

4  tumors  =    1% 

II        " 

275     " 

II      "       =   4% 

III        " 

176     " 

17        "          =  IQ% 

European  Hybrid  +  8^  F4. 

I  Period 

473  mice 

8  tumors  =   2% 

II        " 

364     " 

19      "        =   5% 

III        " 

233     " 

50      "        =21% 

Silver  + 10. 

I  Period 

234  mice 

26  tumors  =  11% 

II        " 

154     " 

29      "        =  18% 

III        " 

75     " 

29      "        =39% 

150%     1:11+111=1:7.4     1: 11=1:3 
f  II :  III=i :  1.5    I+II:  111=1:1.1 


^I6%    1:11+111=1:4.2    1: 11=1:2.2 
II:  111=1.1:1    I+II:  111=1.6: 1 


1 27%  I :  II+III=i :  10.7  I :  II=i :  10.7 
(II:IIIooI+II:IIIoo 


27%    1: 11+111=1:6.6    1: 11=1:2.7 
II:  111=1:1.4    I+II:III=i:i 


^65%    1: 11+111=1:6.1    1: 11=1:2.6 
II:  111=1:1.4    I+II:III=i:i 


[36%     1: 11+111=1:17     1: 11=1:5 
I II :  III=i : 2.4    I+II:  111=1:2 


^4I%    1: 11+111=1:6.8    1: 11=1:3.1 
II:  111=1:1.2    I+II:  111=1:1.1 


=  4%  ] 
=  29%  I' 
=  40%   J 


34%     1: 11+111=1:17     1: 11=1:7.2 
II:  111=1:1.4    I+II:  111=1:1.2 


^9%     I :  II+III=i :  14    1: 11=1:4 
II :  III=i :  2.5    I+II :  III=i :  2 


1x6%     1: 11+111=1:13     1: 11=1:2.5 
[11:111=1:4.2    I+II:  111=1:3 


[36%     1: 11+111=1:5.2    1: 11=1: 1.6 
f  II :  III=i :  2.2    I+II :  III=i :  1.4 
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( 103  +  European)    F^  +  III 
No.  10. 
I  Period    168  mice 
II        "        115     " 
III        "         67     " 

European  151 +8  F, 
I  Period    125  mice 
II        "         86     " 
III        "         47     " 


Daughter  of 


3  tumors  = 
II      * 
14      ' 


8  tumors  = 
20      * 

9  ' 


=   2%   1 

=   9%    y7%     I:] 

=  21%   \ll-^l^=^ 

=23%  kv^^^+^ 

=  19%  J n:  111=1.2: 1 


11+111=1:15     1:11=1:4.5 
=1:2.2    I+II:  111=1:3 


2  tumors  =    1.5%' 

9      "        =   8   % 

19      "        =25    % 


European  + 102,  103. 
I  Period    146  mice 
II        "        109     " 
III        "         76     " 

London  +  (European  +  103)  F^ 
I  Period     78  mice      o  tumors  =  0% 
II        "         66     **         2      "        =   3% 
III        "         33     "         2      "        =  6% 

Cream. 
I  Period 
II 
III 


11+111=1:7    1: 11=1:3.8 
I+II:  111=1.5: 1 


21%     I :  II+III=i :  22     1:11=1:5.3 
II:  111=1:3.1    I+II:  111=1:2.6 


o  tumors  =   0% 

2      "        =   2% 
2      "        =   4% 


177  mice 
120     " 
53     " 
Sy2  +  English  Sable. 

I  Period     48  mice  20  tumors  =  41% 

II        **  15     "  9      "        =60% 

III        "  I     "  o      "       =  0% 

Sy2  +  No.  10  F,  (Nov.  8  strain). 

I  Period     82  mice  6  tumors  = 

II        "         68     "  19 

III        "         35     "  15 

(8^  +  No.  10)  +  No.  10  (Nov.  8). 

I  Period     72  mice  5  tumors  = 

II        "         48     "  9 

III        "         20     "  12 


7% 
=  27% 

=  43% 


Michigan  Wild  +  loi  Fj. 
I  Period     50  mice    13  tumors  =  26% 
II        "         23     "         9      "        =39% 
III        "  ID     "         7      "        =70% 

121  (English  Tan)  +  Cream. 
I  Period     92  mice    16  tumors  =  7% 
II        "         56     "        18      "        =31% 
III        "  16     "         5      "        =31% 

European  +  146  (English  Tan) 
I  Period     74  mice      3  tumors  = 
II        "  58     "        13      * 

III        "  22     "  5      * 


15%    II:  111=1:2 


12.3%    II:III=i:2 


C6i%     1: 11+111=1:1.5     1: 11=1:1.5 


1 49%     I :  II+III=i :  10     I :  II=i :  4 
I II:  111=1:1.6    I+II:  111=1:1.3 


7. 

=  19%   l36%    1:11 
=  £%  Jn:III=i: 


II+III=i:ii    1: 11=1:2.7 
=1:3.2    I+II :  III=i :  2.3 


58%     1: 11+111=1:4     1: 11=1:1.5 
II:  111=1:1.8    I+II:  111=1:1.1 


[42%    I:II+III=i:8.8    I:II=i:44 
|II:III=i:i     I+II:  111=1.2: 1 


=2S  h^'-''-^ 

=  23%  jn:ni=i:i 


II+III=i:ii     1:11=1:55 
I+II:  111=1.1:1 
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English  121  4-  German. 
I  Period     39  mice    10  tumors  =  25%   1     ^     t   tt  .  ttt  ^    t   tt 

III        "  4     "         2      "        =50%    |II:III=i-i-3    1+11:111=1.3: 1 

White  English  +  (8  + German)  F4. 

I  Period     82  mice    27  txmiors  =  33%  1 

II        "  33     "        25      "        =73%  ^63%     1: 11+111=1:2.2 

III        "  I      "  o      "        =   0%  J 

We  may  arrange  the  various  strains  into  four  classes  according 
to  the  relative  frequency  of  tumors  in  the  various  periods  of  life. 
While  there  are  some  slight  variations  within  each  class,  on  the 
whole  the  various  strains  in  each  class  behave  in  a  similar  manner. 

Class  I.    Early  Tumors. 

I:II  +  III  =  i:2.8    I:II  =  i:i.6    II:III  =  i:iJ2    I  +  II:  III  =  1.5:  i 

English  68%. 

English  Silver  7%. 

8^  +  English  Sable  61%. 

English  (121)  +  German  49%. 

A\Tiite  English  +  (8  + German)  F*  63%, 

Michigan  Wild  +  loi  F,  (in  Period  III,  more  tumors)  58%. 

Carter  39%. 

European  16%. 

Average  tumor  rate  45%. 

Class  II.    Tumors  of  Medium  Age. 

I;II  +  III  =  i:7.4    I:II  =  i:3.5    II:III  =  i:i.2    1  + II:  III  =1.2:  i, 

Nov.  3  strain  72%. 
Nov.  8  strain  65%. 
No.  8  30%. 

No.  sy2 17%. 

Heitler  (in  II  period  very  high  tumor  rate)  27%. 

London  27%. 

European  +  146  (English  Tan),  (not  quite  as  good,  in  Period  I,  less  tumors) 
28%. 

No.  8  +  (German  41%. 

Silver  +  10  (less  tumors  in  Period  III,  more  in  II,  nearer  Class  I)  36%. 

European  Hybrids  151  +8  F,  (Period  I  low.  Period  II  high,  Perjod  III  lower, 
somewhat  better  than  Class  II)  30%. 

121  +  Cream  42%. 

CJerman  50%. 
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Average  tumor  rate  38%. 

Class  III,    Great  Frequency  of  Tumors  in  Period  III. 

I:II  +  III  =  i:io.5    1:11  =  1:33    II:III  =  i:2.4    1  + II:  111  =  i:  lA 

8^  +  No.  10  F,  (Nov.  8  strain)  49%. 

(8^  +  No.  10)  +  No.  10  (Nov.  8  strain)  (in  Period  III  many  tumors)  2l^%. 
Average  tumor  rate  42}i%. 

Class  IV.    Late  Tumors. 

1: 11  + 111  =  1:16.3    1:11  =  1:4.7    II:III  =  i:2.6    1  +  11:111  =  1:2.3. 

Cream  + 10  36%. 

Cream  2.3%. 

loi  +  103  =  [loi  +  (103  +  European)]  34%. 

(German  +  Carter  9%. 

European  Hybrid +  8^  F4=  [(European  +  102)  +8^4  F*]  16%. 

Hybrids  (103  + European)  Fj+III,  daughter  of  No.  10  17%. 

European  +  102,  103  21%. 

London  +  (European  +  103)  F,  5%. 

Average  tumor  rate  17.5%. 

In  Class  I,  in  which  the  tumors  appear  relatively  early,  we  find  in 
the  combined  second  and  third  periods  of  life  2.8  times  as  many 
tumors  as  in  the  first  period;  in  the  second  period  of  life  1.6  times 
as  many  tumors  as  in  the  first  period;  in  the  third  period  1.2  times 
as  many  tumors  as  in  the  second  period ;  and  in  the  combined  first 
and  second  periods  1.5  times  as  many  tumors  as  in  the  third  period. 
While,  therefore,  in  this  class  the  tumors  are  more  frequent  in  the 
second  period  than  in  the  first,  and  in  the  third  than  in  the  second, 
the  differences  in  the  percentages  are  not  very  marked.  The  tumors 
appear  here  relatively  early,  the  percentage  of  tumors  in  the  first 
period  of  life  being  considerable.  We  include  in  this  group  eight 
strains,  counting  the  various  English  substrains  as  one  strain,  with 
the  exception  of  the  Silver.  We  added  to  the  name  of  each  strain 
the  number  giving  the  frequency  of  tumor  mice  in  per  cent  of  the 
total  number  of  mice,  irrespective  of  the  age  at  which  they  appear. 
If  we  designate  as  a  high  tumor  rate  40  to  100  per  cent,  as  a  medium 
timior  rate  20  to  40  per  cent,  and  as  a  low  tumor  rate  o  to  20  per 
cent,  we  find  that  five  of  the  eight  strains  have  a  high  tumor  rate, 
one  a  medium  tumor  rate  (with  a  figure  near  the  lower  border  of 
the  high  tumor  rate),  and  two  a  low  tumor  rate.     Of  these  two,  one 
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strain  (Silver)  is  related  to  the  other  English  strain,  which  has  a 
high  tumor  rate.  We  see  therefore  that  the  tumor  age  can  vary 
independently  of  the  tumor  frequency.  English  Silver  has  like  the 
other  English  strain  an  early  tumor  age,  but  in  contradistinction 
to  the  other  English  mice  a  very  low  tumor  rate.  The  average 
tumor  rate  in  Class  I  is  45  per  cent.  It  would  be  higher  if  we  had 
coimted  the  various  English  strains  separately. 

In  Class  II  the  tumors  in  the  second  period  are  3.5  times  more 
frequent  than  in  the  first  period;  the  tumors  in  the  second  period 
are  therefore  here  relatively  (compared  to  the  frequency  in  the  first 
period)  considerably  more  frequent  than  in  the  first  class.  In  the 
third  period  the  tumors  are  1.2  times  more  frequent  than  in  the 
second  period ;  this  is  the  same  proportion  between  the  frequency  in 
the  third  and  second  periods  as  in  the  first  class ;  but  absolutely  the 
tumors  are  here  more  frequent  in  the  third  period ;  1 1  strains  belong 
to  this  class ;  4  of  these  have  a  high,  6  a  medium,  and  i  a  low  tumor 
rate.     The  average  tumor  rate  is  38  per  cent. 

Qass  III  consists  of  only  two  strains,  which  as  far  as  the  relation 
between  the  number  of  tumors  in  the  first  and  second  period  of  life 
is  concerned,  stand  between  the  first  and  second  class,  but  are  nearer 
the  second  class,  in  which,  however,  the  relative  frequency  of  tumors 
in  the  third  period  is  greater  than  in  the  second  class.  The  average 
tumor  rate  is  here  42.5  per  cent. 

Class  IV  contains  the  late  tumors.  The  relative  preponderance 
of  the  frequency  of  tumors  in  the  second  over  that  in  the  first  period 
is  here  greater  than  in  the  first,  second,  or  third  class,  and  again  the 
preponderance  of  the  third  period  over  the  second  period  is  greater 
than  in  the  former  classes.  Eight  strains  are  included  in  this  class. 
None  of  these  show  a  high  tumor  rate,  2  show  a  medium,  and  6  a 
low  tumor  rate.  The  average  tumor  rate  in  this  class  is  17.5  per 
cent. 

We  may  draw  from  this  analysis  the  following  conclusions: 

I.  There  exists  a  certain  relationship  between  tumor  frequency  and 
tumor  age.  On  the  whole,  the  more  frequent  the  tumors,  the  earlier 
they  appear  in  the  various  strains.  It  might  be  conceivable  that 
the  frequency  of  the  tumors  was  independent  of  the  tumor  age; 
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that  In  strains  in  which  the  tumor  frequency  is  greater,  the  tumors 
appear  in  the  same  percentage  in  the  various  periods  of  life,  but  this 
is  evidently  not  the  case.  In  strains  in  which  the  tumor  frequency 
is  greater,  they  appear  on  the  whole  also  at  an  earlier  period  of  life. 

2.  This  parallelism  between  tumor  frequency  and  tumor  age  is, 
however,  not  complete.  The  tumor  age  seems  to  be  as  characteristic 
for  a  strain  as  the  tumor  rate.  In  strains  with  a  similar  rate  of 
frequency,  the  tumor  age  may  be  different.  This  difference  is  prob- 
ably not  accidental,  because  (i)  if  we  have  substrains  related  to  each 
other,  the  tumor  age  is  usually  similar  in  all  of  them,  and  (2)  the 
tumor  age  of  the  constituent  strains  seems  to  influence  the  tumor 
age  of  the  crosses.  How  far  this  latter  relation  holds  good,  we 
shall  discuss  in  another  communication.  On  the  other  hand,  we 
found  in  the  case  of  the  substrain  Silver  that  it  had  a  similar  tumor 
age  to  the  English  strain,  although  the  tumor  rate  of  the  Silver  is 
considerably  lower  than  that  of  the  other  English  strains. 

3.  The  tumor  age  is  transmitted  from  generation  to  generation  in 
a  similar  manner  to  the  tumor  rate.  We  may  therefore  conclude 
that  in  all  probability  tumor  rate  and  tumor  age  represent  distinct 
unit  factors  which  frequently,  but  not  in  all  cases,  are  in  some  way 
linked  to  each  other. 

4.  We  may  furthermore  conclude  that  the  age  where  the  maxi- 
mum of  tumors  occurs  varies  in  different  strains.  While  in  some 
it  appears  in  the  second  period  of  life,  in  others  it  is  in  the  third 
period.  Here  again  the  maximum  is  on  the  whole  reached  at  an 
earlier  period  of  life  in  strains  with  a  high  tumor  rate.  But  here 
also  peculiarities  exist  in  different  strains. 

SUMMARY. 

I.  It  is  possible  to  split  a  strain  of  mice  into  certain  substrains 
in  which  the  tumor  incidence  is  in  some  way  linked  to  the  color  of 
the  mice.  Thus  we  could  split  off  from  the  English  strain,  which 
as  a  whole  and  in  various  substrains  with  mixed  colors  (English  A 
and  Sable)  has  a  high  tumor  rate,  substrains  with  light  tan  color 
and  pink  eyes  (loi  and  Tan)  which  have  a  high  tumor  rate  like 
the  lafge  majority  of  the  English  mice,  and  two  other  apparently 
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recessive  strains  breeding  true,  which  have  a  very  low  tumor  inci- 
dence (Silver  and  Silver  Fawn).  Therefore,  certain  combinations 
of  factors  which  determine  certain  colors  of  mice  determine  at  the 
same  time  the  tumor  incidence  of  these  strains  or  substrains.  In 
the  majority  of  cases  isolated  families  bred  through  several  genera- 
tions separately  from  the  majority  of  the  other  substrains  give  ap- 
proximately the  same  tumor  rates  as  the  others ;  in  some  cases,  how- 
ever, it  may  perhaps  be  possible  to  separate  from  the  main  strain 
a  family  with  a  different  rate. 

2.  The  tumor  incidence  and  the  tumor  age  found  in  the  earlier 
periods  of  our  work  are  approximately  the  same  as  in  the  more 
recent  period.  On  the  whole,  the  results  obtained  in  successive  gen- 
erations of  the  same  strain  also  agree  well  with  each  other;  the 
results  are  fairly  constant;  the  deviations  which  occur  are  in  most 
cases  due  to  the  small  number  of  animals  observed  in  the  certain 
generations.  Discarding  all  the  mice  dying  in  the  first  or  in  the 
first  and  second  periods  of  life  usually  does  not  alter  essentially  the 
tumor  ratio  of  a  certain  strain. 

3.  A  certain  relationship  exists  between  tumor  frequency  and 
tumor  age.  On  the  whole,  the  more  frequent  the  tumors,  the  earlier 
they  appear  in  the  various  strains.  This  parallelism  between  tumor 
frequency  and  tumor  age  is,  however,  not  complete.  The  tumor 
age  seems  to  be  as  characteristic  for  a  certain  strain  as  the  tumor 
rate.  Certain  substrains  which  differ  in  tumor  frequency  may 
show  approximately  the  same  tumor  age.  Strains  with  similar 
tumor  frequency  may  show  a  different  tumor  age.  We  may  there- 
fore conclude  that  in  all  probability  tumor  rate  and  tumor  age  repre- 
sent distinct  unit  factors,  which  are  frequently,  but  not  in  all  cases, 
linked  in  some  manner  to  each  other. 

4.  The  age  at  which  the  maximum  of  tumors  appears  varies  in 
different  strains.  The  maximum  may  fall  into  the  second  or  third 
period  of  life.  On  the  whole,  the  maximum  is  reached  at  an  earlier 
period  of  life  in  those  strains  which  have  a  high  tumor  rate.  But 
here  also  pecuHarities  exist  in  different  strains. 
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THE  RELATION  OF  THE  SPLEEN  TO  BLOOD  DE- 
STRUCTION AND  REGENERATION  AND  TO 
HEMOLYTIC  JAUNDICE. 

XII.     The  Importance  in  the  Production  of  Hemolytic 
Jaundice  of  the  Path  of  Hemoglobin  to  the  Liver. 

By  J.  HAROLD  AUSTIN,  M.D.,  and  O.  H.  PERRY  PEPPER,  M.D. 

(From  the  John  Herr  Musser  Department  of  Research  Medicine  of  the  Univer- 
sity of  Pennsylvania,  Philadelphia.) 

(Received  for  publication,  June  15,  191 5.) 

In  connection  with  our  studies  ( i )  on  the  influence  of  splenectomy 
in  diminishing  the  tendency  to  jaundice  after  the  administration 
of  hemolytic  agents,  our  attention  has  been  called  to  the  possible  im- 
portance of  a  factor  purely  mechanical;  namely,  the  relation  of 
the  spleen  to  the  blood  supply  of  the  liver. 

Ponfick  (2)  in  a  discussion  of  hemoglobinemia  of  whatever  origin  and  its  con- 
sequences called  attention  to  certain  facts.  He  recalls  that  the  earliest  observers 
had  already  recognized  that  when  hemolysis  is  going  on  the  spleen  becomes 
greatly  swollen  in  consequence  of  the  accumulation  of  disintegrating  erythro- 
cytes ;  for  this  swollen  spleen  Ponfick  uses  the  term  spodogenous  (<nro56$,  waste 
products).  Ponfick  notes  that  simultaneously  the  liver  eliminates  a  bile  very 
rich  in  pigments  and  suggests  that  this  is  derived  from  the  hemoglobin  set  free 
in  the  spleen,  carried  by  the  portal  circulation  to  the  liver  and  removed  by  this 
organ.  Ponfick  further  expressed  the  view,  based  on  experiments  not  quoted  in 
detail,  that  the  liver  could  completely  remove  and  transform  into  bile  pigment 
liberated  hemoglobin  up  to  the  extent  of  one-sixtieth  of  the  total  hemoglobin 
of  the  body,  but  that  hemoglobin  set  free  in  excess  of  this  amount  passes  through 
the  liver  and  is  eliminated  by  the  kidneys,  causing  hemoglobinuria.  One- 
sixtieth  of  the  total  hemoglobin  in  the  dog  is  about  0.18  gm.  per  kilo.  In  an 
earlier  paper  of  this  series,  Pearce,  Austin,  and  Eisenbrey  (3)  have  shown 
that  the  injection  of  from  0.14  to  0.35  gm.  per  kilo  of  hemoglobin  as  laked  blood 
will  cause  the  appearance  of  hemoglobinuria,  but  that  a  factor  of  great  impor- 
tance, apparently  overlooked  by  Ponfick,  is  the  rate  at  which  the  hemoglobin  is 
liberated  in  the  circulation.  The  more  slowly  it  is  introduced  the  larger  is  the 
quantity  that  the  liver  can  take  up  without  permitting  the  concentration  in  the 
blood  to  reach  at  any  time  that  required  for  the  production  of  hemoglobinuria. 
It  was  further  shown  in  the  same  paper  that  while  small  amounts  of  injected 
hemoglobin  are  removed  by  the  liver  and  presumably  excreted  as  bile  pigments 
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in  the  bile  without  the  occurrence  of  jaundice,  if  the  injected  hemoglobin  be  in 
excess  of  0.30  to  0.40  gm.  per  kilo,  the  liver  is  unable  to  eliminate  all  the  bile 
pigment  formed  from  the  excess  of  hemoglobin  and  some  of  the  bile  pigment 
is  resorbed  from  the  liver  and  under  these  circumstances  appears  in  the  urine. 
It  was  noted  in  this  respect  also  that  the  rate  of  injection  is  of  great  importance 
in  determining  the  amount  of  hemoglobin  that  the  liver  will  tolerate  without  the 
appearance  of  bile  pigments  in  the  urine.  Very  slow  but  long  continued  libera- 
tion of  hemoglobin  can  eventually  overtax  the  hepatic  excretory  power  and 
lead  to  the  appearance  of  bile  pigments  in  the  urine,  although  the  hemoglobin 
liberation  may  have  been  slow  enough  to  permit  of  its  continued  adequate  re- 
moval from  the  circulation  by  the  liver  with  at  no  time  the  development  of 
hemoglobinuria.  Thus  the  first  effect  of  hemoglobin  liberation  into  the  blood 
is  an  increased  bile  pigment  content  of  the  bile.  This  was  shown  experimentally 
by  Tarchanoff  (4).  If  the  amount  of  hemoglobin  be  small  enough  and  its  libera- 
tion slow  enough  this  is  the  only  effect.  A  slightly  larger  amount  rapidly  lib- 
erated will  produce  hemoglobinuria.  A  larger  amount  extremely  slowly  liberated 
will  produce  bile  in  the  urine.  A  larger  amount  liberated  at  an  intermediate  rate 
may  produce  both  hemoglobinuria  and  bile  pigments  in  the  urine.  Ponfick  in  his 
experiments  noted  bile  pigments  in  the  urine  but  follows  TarchanoflPs  expla- 
nation and  attributes  them  to  the  now  generally  repudiated  theory  of  extra- 
hepatic  conversion  of  hemoglobin  into  bile  pigment 

Following  Ponfick  many  other  workers  have  attributed  importance  to  the 
spleen  as  the  site  of  disintegration  of  er3rthrocytes ;  among  these  may  be  men- 
tioned Hunter  (5),  Gabbi  (6),  and  M3ra  (7).  Bottazzi  (8)  in  his  studies  of  the 
blood  after  splenectomy  noted  an  increased  resistance  of  the  er3rthroc3rtes  to 
hypotonic  salt  solutions  and  it  was  to  this  factor  that  Banti  (9)  attributed  the 
greater  resistance  and  diminished  tendency  to  jaundice  of  splenectomized  animals 
receiving  hemolytic  agents. 

However,  Pugliese  and  Luzzatti  (10)  failed  to  confirm  Bottazzi's  findings, 
but,  noting  with  Banti  and  others  the  diminished  tendency  to  jaundice  after 
splenectomy,  they  made  further  studies  along  the  lines  suggested  by  Ponfick's 
observations  and  elaborated  the  following  hsrpothesis.  The  spleen  is  the  natural 
location  for  the  disintegration  of  erythrocytes  after  the  administration  of 
hemolytic  poisons,  and  the  hemoglobin  so  •  liberated  is  carried  directly  by  the 
portal  system  to  the  liver,  there  at  least  in  large  measure  to  be  removed,  con- 
verted into  bile  pigment,  and  excreted  in  the  bile;  or,  if  present  in  great  quan- 
tity, to  be  resorbed  and  appear  in  the  urine  and  tissues  as  bile  pigments  and  thus 
produce  jaundice.  On  the  other  hand,  in  the  absence  of  the  spleen,  the  blood 
cells  undergo  disintegration  elsewhere,  probably  chiefly  in  the  bone  marrow,  as 
noted  by  Martinotti  and  Barbacci  (11).  Hemoglobin  liberated  in  the  bone  mar- 
row could  under  these  circumstances  reach  the  liver  only  through  the  general 
circulation.  It  would  therefore  be  diluted  and  moreover  would  reach  the  liver 
largely  through  the  hepatic  artery, — a  vessel  normally  carrying  blood  for  nutri- 
tive purposes,  not  for  purposes  of  elaboration.  They  further  note  that  the  slow 
flow  of  blood  through  the  bone  marrow  might  delay  the  removal  of  the  liberated 
hemoglobin.  For  these  reasons  in  the  splenectomized  animal  it  is  to  be  expected 
that  the  hemoglobin  would  reach  the  liver  much  more  gradually  and  at  a  rate, 
indeed,  which  might  well  lie  within  the  capacity  of  the  liver  for  complete  cxcre- 
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tion  as  bile  pigment;  hence  no  reabsorption  of  bile  pigments  would  occur  and 
jaundice  would  not  develop. 

These  authors  were  able  to  show  by  the  aid  of  a  bile  fistula  that  while  the 
other  constituents  of  the  bile  are  but  little  altered  by  splenectomy,  the  bile  pig- 
ments are  reduced  to  about  one-half.  Moreover,  after  the  administration  of 
hemolytic  poisons  while  the  bile  of  the  splenectomized  animal  shows  an  increase 
in  the  bile  pigments,  this  is  not  so  pronounced  as  in  the  normal  animal  after 
hemolytic  poisons ;  the  increased  pigmentation  of  the  bile  is,  however,  of  longer 
duration  in  the  splenectomized  animal. 

It  may  be  noted  in  passing  that  these  observers  failed  to  find  disintegrating 
erythroc3rtes  in  the  lymph  nodes  after  splenectomy;  a  phenomenon  which  Pearce 
and  Austin  (12)  found  conspicuous;  nor  do  the  findings  of  Karsner  and  Pearce 
(13)  regarding  the  fragility  of  the  corpuscles  after  splenectomy  confirm  those  of 
Pugliese  and  Luzzatti,  but  on  the  contrary  agree  with  those  of  Bottazzi,  to  the 
effect  that  there  is  an  increased  resistance  of  the  erythrocytes  to  hypotonic  salt 
solutions  and  to  hemolytic  immune  serum  after  splenectomy. 

In  order  to  test  the  hypothesis  of  Pugliese  and  Luzzatti,  we  have 
injected  a  constant  amount  per  kilo  of  hemoglobin  solution  in  the 
form  of  laked  blood  into  a  series  of  dogs,  injecting  each  at  least 
twice,  once  into  the  general  circulation  by  way  of  the  femoral  vein 
and  once  into  the  portal  circulation  by  way  of  a  mesenteric  vein. 
The  rate  of  injection  has  been  always  the  same.  In  some  instances, 
the  femoral  injection  was  given  first,  in  other  instances  the  mesen- 
teric. At  least  five  days  were  allowed  to  elapse  between  injections. 
We  have  thus  been  able  to  study  the  effect  of  the  site  of  the  in- 
jection upon  the  development  of  hemoglobinuria  and  of  bile  pig- 
ments in  the  urine,  and  from  our  results  believe  we  may  draw  con- 
clusions as  to  the  fate  of  hemoglobin  when  liberated  into  the  portal 
system,  on  the  one  hand,  or  into  the  general  circulation,  on  the 
other. 

In  these  experiments,  a  fasting,  normal  dog  was  bled,  the  blood 
defibrinated,  the  cells  thrown  down  by  centrifuging,  and  the  super- 
natant serum  removed.  About  four  volumes  of  distilled  water  were 
then  added  to  the  cells  and  the  mixture  agitated  for  fifteen  to 
twenty  minutes  to  induce  hemolysis.  The  solution  was  then  cen- 
trifuged  rapidly  for  twenty  minutes  to  remove  most  of  the  cell 
stromata,  was  made  isotonic  by  addition  of  sodium  chloride,  and 
centrifuged  to  remove  any  globulin  thrown  out  of  solution  upon 
adding  the  salt.  One  cc.  of  this  solution  was  then  diluted  with 
99  cc.  of  distilled  water  and  its  hemoglobin  strength  determined  in 
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a  Fleischl-Miescher  hemoglobinometer.  As  much  of  this  solution 
as  should  equal  either  0.3  gm.  or  0.4  gm.  of  hemoglobin  per  kilo 
of  body  weight  was  then  injected  intravenously  into  a  normal  dog. 
Injections  were  given  at  such  a  rate  that  the  entire  injection  should 
occupy  one  minute  per  kilo  of  body  weight.  All  bleedings  and  in- 
jections were  made  under  ether  anesthesia.  Injections  into  the 
general  circulation  were  made  into  one  of  the  small  veins  of  the 
leg.  Portal  injections  were  made  by  drawing  a  loop  of  intestine 
from  the  abdomen  under  aseptic  precautions,  and  injecting  through 
a  needle  into  a  small  mesenteric  vein.  In  some  instances  water  was 
given  by  stomach  tube  at  the  close  of  the  operation.  The  urine  was 
then  collected,  the  dog  being  kept  in  a  metabolism  cage,  and  if 
hemoglobin  appeared  the  amount  was  estimated  either  directly  in 
the  Fleischl-Miescher  hemoglobinometer  or  by  comparison  with 
a  standardized  acid  hematin  solution.  In  addition,  we  followed 
the  jaundice  by  the  persistence  of  bile  pigments  in  the  urine  after 
hemoglobin  injection  into  either  the  mesenteric  or  the  femoral  vein. 
The  urine  was  examined  for  bile  pigments  by  the  Rosenbach  test. 

TABLE  I. 
Influence  of  Site  of  Injection  on  Amount  of  Hemoglobin  Eliminated  in  the  Urine, 


Hemoglobin  injections. 


Date. 


Dog  26  (0.4  gm.  per  kilo) . 

"     12  (0.3    ' ). 

"       5  (0.3    *•      "      '*  )• 

"       3  (0.3    *'      "      '*  )• 
Splenectomized . . . 


49  (0-3  gm-  per  kilo) 

Three  months  after  splenectomy. . 


Mar.  20 

••  26 
Feb.  25 
Apr.  IS 
Jan.     9 

'*  15 
Mar.    2 

"  26 
Jan.      7 

"  15 
Feb.  19 
Mar.    2 

'*  20 
Feb.  25 
Apr.   15 


Gm.  of  hemoglobin  per  kilo 
eliminated  after  injection  into 


Femoral  vein.    I  Mesenteric  Tcin. 


0.085 


0.043 
0.024 


0.026 
0.017 


0.025 
0.014 


0.043 
0.029 


None. 

Trace. 
None. 

o.oio 


The  results  as  regards  hemoglobinuria  are  shown  in  Table  I.  In 
each  of  five  dogs  used,  the  output  of  hemoglobin  by  the  kidney  was 
much  less  when  the  hemoglobin  was  introduced  into  the  mesenteric 


Digitized  by 


Google 


J.  Harold  Austin  and  0.  H.  Perry  Pepper. 


679 


vein  than  when  introduced  into  the  femoral  vein,  and  this  is  true 
regardless  of  which  injection  was  performed  first.  This  we  attrib- 
ute to  the  removal  of  the  hemoglobin  to  a  greater  extent  by  the  liver 
when  the  injection  is  made  into  a  mesenteric  vein  with  the  result 
that  the  hemoglobin  reaching  the  general  circulation  is  less  concen- 
trated and  is  less  likely  to  be  eliminated  by  the  kidneys  and  appear 

in  the  urine. 

TABLE  II. 

Persistence  of  Bile  Pigment  in  the  Urine  after  Hemoglobin  Injection  as  Deter- 
mined by  Point  of  Injection, 


Hemoglobin  injections. 

Date. 

Penistence  after  injection  into 

Femoral  vein. 

Mesenteric  vein. 

DoflT    d  (o.'i  em.  oer  kilo) 

.  Jan.     9 

"      16 

'•       9 

"      IS 

Mar.  21 

"      26 

'•      20 

••      26 

Feb.  25 

Apr.  IS 

Jan.     7 

"      IS 

Feb.   19 

Mar.    2 

'*      20 

Feb.   25 

Apr.   15 

days 
4 
4 
3 

days 

5  (0.3    ••      "      '*  ) 

"     25  (0.4    "      "      **  ) 

12+ 
4 

**    26  (0.4    '*      "      *'  ) 

7+ 

4            1 

••     12  (0.3 ) 

7+ 
5 

"       3  (0.3    "      '*      *'  ) 

Splenectomized 

9 

"     40  (0.1  em.  oer  kilo) 

4 
0 

4            1 

Three  months  after  splenectomy . . 

6 

The  results  of  the  study  of  the  degree  and  persistence  of  jaundice 
(as  indicated  by  bile  pigments  in  the  urine)  in  the  dogs  after  the 
two  types  of  injection  are  shown  in  Table  II.  It  will  be  seen  that 
in  six  dogs  studied  the  jaundice  was  distinctly  more  persistent  after 
mesenteric  than  after  femoral  injection,  and  this  was  true  regardless 
of  which  injection  was  made  first.  In  Dog  4,  two  successive  in- 
jections were  made  into  the  femoral  vein  to  determine  whether  the 
second  injection  would  give  a  result  notably  different  from  the  first. 
Such  was  not  the  case,  the  duration  of  the  bile  pigments  being  the 
same  after  each  injection  when  both  were  made  into  the  femoral 
vein. 

In  our  studies  both  of  hemoglobinuria  and  of  the  persistence  of 
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jaundice  after  hemoglobin  injections  we  have  employed  splenec- 
tomized  as  well  as  normal  dogs,  but  have  found  that  splenectomy 
has  no  influence  upon  the  fate  of  hemoglobin  injected  into  either 
the  general  or  portal  circulation. 

SUMMARY. 

These  experiments  indicate,  therefore,  that  when  hemoglobin  is 
set  free  in  the  portal  circulation  a  larger  amount  is  held  by  the 
liver  and  converted  rapidly  into  bile  pigment  than  is  the  case  when 
it  is  set  free  in  the  general  circulation,  and  that,  under  the  former 
condition,  over-loading  of  the  liver  with  bile  pigment  more  readily 
occurs  and  jaundice  is  more  apt  to  develop. 

This  mechanical  influence  must,  therefore,  be  a  factor  in  the 
lessened  tendency  after  splenctomy  to  the  jaundice  which  follows 
blood  destruction  due  to  hemolytic  agents,  for  whether  the  spleen 
be  an  active  factor  in  destroying  the  erythrocytes  or  whether  it 
plays  merely  a  passive  part  as  a  place  for  the  deposition  of  the  dis- 
integrating cells,  there  can  be  no  question  that  in  this  organ,  when 
it  is  present,  a  large  number  of  cells  undergo  their  final  disintegration 
after  the  action  of  hemolytic  poisons,  and  that  the  hemoglobin  there 
liberated  passes  by  the  portal  system  directly  to  the  liver.  When 
the  spleen  is  removed,  this  disintegration  occurs  in  other  organs, 
notably  in  the  lymph  nodes  and  bone  marrow,  and  the  hemoglobin 
from  these  organs  passes  not  into  the  portal  but  into  the  general 
circulation,  from  which  it  reaches  the  liver  more  gradually  and  in  a 
more  dilute  form. 
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THE  RELATION  OF  THE  SPLEEN  TO  BLOOD 

DESTRUCTION  AND  REGENERATION  AND 

TO  HEMOLYTIC  JAUNDICE. 

XIII.     The  Influence  of  Diet  upon  the  Anemia  Following 

Splenectomy. 

By  RICHARD  M.  PEARCE,  M.D.,  J.  HAROLD  AUSTIN,  M.D,  and 
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(From  the  John  Herr  Musser  Department  of  Research  Medicine  of  the  Univer- 
sity of  Pennsylvania,  Philadelphia,) 

(Received  for  publication,  June  15,  1915.) 

In  our  various  experimental  studies  ( i )  of  the  changes  in  the  blood 
that  follow,  in  the  dog,  the  removal  of  the  spleen,  we  have  been  im- 
pressed by  the  wide  variation  in  the  degree  of  anemia.  In  the 
severer  forms  of  anemia  the  changes  are  marked,  as,  for  example,  a 
drop  in  red  cells  from  5,100,000  to  2,970,000  and  in  hemoglobin 
from  105  to  50  per  cent  in  five  weeks;  in  a  milder  form,  the  red 
cells  may  not  fall  below  4,000,000  to  4,500,000,  with  a  decrease 
in  hemoglobin  to  65  or  75  per  cent.  Most  of  the  animals  show 
changes  corresponding  roughly  to  one  or  the  other  of  these 
types.  There  remains,  however,  a  relatively  small  group  in  which 
the  changes  are  very  slight,  representing  a  decrease  of  only  about 
1,000,000  red  cells  and  only  10  to  15  per  cent  of  hemoglobin. 
These  slighter  changes,  falling  sometimes  within  the  limit  of  error 
of  the  methods  of  blood  counting,  led  us  to  ask  ourselves  the 
question :  May  there  not  be  some  factor  other  than  the  absence  of 
the  spleen  that  aids  in  producing  the  severer  forms  of  anemia? 
That  the  absence  of  the  spleen  is  the  main  factor  there  can  be  no 
doubt,  for  even  in  the  milder  forms  the  slight  changes  usually  cor- 
respond to  the  period  (three  to  six  weeks)  in  which  the  severer 
anemias  reached  their  lowest  point;  also,  animals  with  the  milder 
forms  show  the  same  tendency  to  slow  repair  when  a  hemolytic 
agent  is  given,  as  do  the  severer  forms.     There  is,  therefore,  no 
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doubt  about  the  removal  of  the  spleen  being  responsible  for  a  dis- 
turbance of  the  mechanism  concerned  in  maintaining  the  normal 
blood  picture.  The  question  remains,  however:  Why  does  the 
degree  of  anemia  vary?  Our  first  thought  was  that  diet  might 
have  some  influence.  Until  the  present  investigation  was  under- 
taken, all  animals,  except  those  used  in  the  study  of  iron  metabol- 
ism (2),  had  been  kept  upon  the  same  general  diet;  1.  e.,  a  mixture 
of  meat,  bread,  cereals,  and  vegetables,  in  all  essentials  the  table 
scraps  upon  which  dogs  are  usually  fed.  This  was  always  sup- 
plied in  abundance  and  each  dog  received  all  he  would  eat,  and,  as 
our  records  show  that  dogs  splenectomized  for  periods  of  several 
months  or  a  year  or  more  gained  in  weight  on  this  diet,  we  con- 
sidered it  perfectly  satisfactory.  However,  we  did  not  know  the 
exact  caloric  value  of  this  mixed  diet  and,  moreover,  as  it  was 
essentially  a  boiled  diet,  it  might  possibly  be  deficient  in  some  sub- 
stance essential  to  the  proper  function  of  the  hemopoietic  system. 

In  this  connection  we  recalled  (i)  the  observations  of  Asher  and  Vogel  (3), 
that  while  an  iron-poor  diet  (sugar,  starch,  and  lard)  has  no  effect  upon  the  blood 
picture  in  a  normal  dog,  in  the  splenectomized  dog  on  the  same  diet  a  great 
decrease  in  number  of  red  cells  and  amount  of  hemoglobin  occurs,  and  further, 
that  if  under  the  latter  circumstances  an  iron-rich  (flesh)  diet  is  given,  the  blood 
picture  quickly  returns  to  normal ;  (2)  Richet's  (4)  observation  that  in  order  to 
maintain  splenectomized  dogs  at  the  same  weight  as  normal  dogs,  a  much  larger 
quantity  of  food  is  necessary;  and  (3)  Paton*s  (5)  conclusion  that  splenectomy  in 
the  dog  has  no  influence  either  upon  the  blood  picture  or  the  general  metabolism. 

The  various  observations  quoted,  with  the  exception  of  Paton's  studies  of 
metabolism,  are  directly  opposed  to  the  results  of  our  studies.  In  regard  to 
Asher  and  Vogel's  contention,  we  have  not  found  by  a  direct  quantitative  study  of 
the  elimination  of  iron  that  splenectomy  seriously  influences  iron  metabolism  (6). 
Moreover,  the  improvement  in  the  anemia  which  they  describe  as  the  result  of 
feeding  iron-rich  food  corresponds  in  our  opinion  to  the  spontaneous  repair  of 
the  anemia  which  usually  begins  about  the  end  of  the  fourth  week.  In  other 
words,  the  improvement  they  noticed  was  in  part  at  least  due,  in  our  opinion,  to 
the  normal  repair  and  not  to  the  effect  of  the  iron-rich  food.  Their  conclusions 
would  be  more  convincing  if  they  had  prevented  entirely  or  lessened  the  severity 
of  the  anemia  by  beginning  the  feeding  before  or  immediately  after  splenectomy 
instead  of  waiting  nearly  three  weeks.  This  phase  of  the  problem  we  have 
investigated  in  our  present  study.  Richet's  point,  as  also  Paton's  observations, 
demands  carefully  conducted  metabolism  studies  and  these,  carried  out  simul- 
taneously with  our  dietary  studies,  are  presented  in  a  separate  communication  (7). 
Here,  however,  it  may  be  noted  that  in  the  normal  animal  we  have  found  that 
the  removal  of  the  spleen  has  no  influence  upon  metabolism.  Moreover,  we  have 
not  seen  noteworthy  changes  in  the  weight   of  our  splenectomized  animals.    For 
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a  few  days  after  splenectomy,  a  slight  loss  may  occur,  but  in  all  long  time  experi- 
ments an  increase  in  weight  has  been  observed. 

The  studies  of  Paton  and  his  associates  as  to  the  changes  in  the  blood  after 
splenectomy  are  the  most  carefully  conducted  of  any  in  the  literature  and  for 
this  reason  we  have  been  greatly  disturbed  that  our  results  were  so  different 
Their  studies,  however,  were  limited  to  two  splenectomized  animals  and  two 
controls  and  it  may  be  that  by  chance  the  former  correspond  to  the  milder 
anemias  which  we  observed.  In  this  connection  it  is  of  interest  to  note  that  in 
the  splenectomized  dog  they  did  obtain  a  decrease  of  600,000  to  800,000  red  cells, 
which,  however,  as  it  occurred  also  in  a  normal  dog  was  not,  by  contrast,  of 
apparent  importance.  Moreover,  they  used  puppies,  about  two  and  a  half  months 
old,  and  it  is  possible  that  in  such  young  animals  the  mechanism  of  blood  regen- 
eration may  be  more  active  than  it  is  in  older  animals.  Our  observations  were 
all  upon  full  grown  animals.  In  Paton's  blood  work  diet  is  not  mentioned,  but 
in  his  metabolism  work  the  dogs  were,  for  part  of  the  time  at  least,  on  a  meat 
(high  iron)  diet,  which,  if  used  in  the  blood  work  also,  might  have  been,  if 
Asher  and  Vogel  are  correct,  a  factor  in  decreasing  the  anemia.  Thus  it  is  evi- 
dent from  our  own  experience  and  from  this  brief  review  of  the  discordant  con- 
clusions in  the  literature  of  the  subject  that  information  of  value  might  be 
obtained  from  carefully  controlled  dietary  studies.  Such  studies  we  present  at 
this  time. 

In  our  first  group  of  experiments,  animals  were  placed  on  caloric- 
ally  sufficient  diets,  the  protein  being  furnished  in  the  form  of  beef 
heart,  beef  spleen,  or  commercial  casein,  and  the  fat  and  carbohy- 
drate in  the  form  of  lard  and  bread  crumbs.  Beef  spleen  was  in- 
troduced on  account  of  its  large  iron  content,  in  contrast  with  that 


TABLE  I. 


Raw  beef  heart,  lard,  and  bread. 

Days. 

Raw  beef  heart,  lard,  and 
bread. 

Days. 

Dog. 

r9  (splenectomized).          Dog  83  (splenecton 

nized). 

Hemo- 
globin. 

Dog  8z  (conox)]}. 

Weight. 

Red  cell 
count. 

Hemo-  Weight.  1     R«<1  cell 
globtn.  1               j      count. 

Weight. 

Red  cell       Hemo. 
count.         glofasB. 

Before  splenectomy 

1  kilos 
I      1      91 
4-  7I 
12-18 

26-40     lO.O 
40-60     I  O.I 

percaU 

kilos 
9-3 

7.930.000 
7,560.000 

percent 
no 
114 

kilos 
8.7 

7,000,000 
7,770,000 

percent 
107 
105 

6.320.000 
6,650.000 
6.880.000 
6.800.000 
6,000,000 

97 

102 

96 

90 

After  splenectomy 

96 

5-  7 
10-14 
18-23 
26-33 
38-40 
45-48 
52-61 

8.8 

9.8 
lO.S 
10.8 

7,420,000 
7,230,000 
6,250,000 
6.810,000 
7,360,000 
6,690,000 
6.640.000 

97 
98 
98 
96 
104 
100 
95 

8.6 

8.6 
8.7 
8.3 
8.5 
8.6 

7,910,000 
7,720,000 
6.500.000 
7,270,000 
6,880.000 
6,260.000 
6.240.000 

105 

103 

96 

lOI 

97 
96 
93 
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of  the  beef  heart  and  the  casein.  Several  blood  examinations  were 
made  during  a  period  of  ten  days  to  two  weeks  before  splenectomy 
and  at  intervals  seldom  exceeding  a  week  after  operation.  All 
operations  were  done  under  ether  anesthesia  and  for  most  of  these 
we  are  indebted  to  Dr.  Max  M.  Peet  of  the  Department  of  Surgical 
Research.  The  animals  were  kept  under  absolutely  uniform  con- 
ditions.    In  Tables  I,  II,  and  III,  which  show  the  results  of  these 

TABLE  II. 


Casein,  lard 

and  bread. 

Days. 

Dog:  8a  (splenec'omized). 

Dog  84  (splenectomized). 

Weight 

Red  cell 
count. 

Hemo- 
globin. 

Weight. 

Red  rell 
count. 

Hemo- 
globin. 

Before  splenectomy 

kilos 
16.7 

S.SOO.OOO 

S.SSi.ooo 

percent 
98 
8S 

kilos 
8.7 

7.780,000 
7,710,000 

percent 
98 
97     i 

Days. 


After  splenectomy 


I 

4-  7 

12-18 

26-40 

1 40-60 


5-  7 
10-14 
18-23 
26-33 
38-40 
45-48 
52-61 


I6.S 

4,600,000 

75 

8.6 

7.090,000 

17a 

4,688,000 

65 

8.8 

7.140.000 

4.210.000 

76 

8.9 

6,600,000 

S.160,000 

82 

9.1 

7,010,000 

6,040.000 

88 

9.2 

6,940,000 
6,630,000 

16.9 

6,060.000 

90 

9.1 

89 

92 

91 
92 

87 
91 


Casein,  lard,  and  bread. 


Dog  80  (control). 


Weight. 


kilos 
9.1 


8.3 
9.2 


Red  cell    I  Hemo- 
count.       !  globin. 


^percent 
7,860.000      90 
7,420.000  j 
7.020,000 


I  7.370.000 
7,180,0001 


92 
96 
96 
103 


studies,  only  the  last  two  blood  counts  of  the  preliminary  periods 
are  given.  These  represent,  usually,  counts  made  respectively  i  to 
2  and  5  to  7  days  before  splenectomy.  As  the  blood  of  the  several 
dogs  was  not  always  examined  at  exactly  the  same  intervals  after 
splenectomy,  in  order  to  shorten  the  table  only  enough  blood  counts 
are  given  to  show  the  general  trend  of  the  blood  picture.  The  esti- 
mation of  iron  and  of  nitrogen  in  the  diet  is  based  on  the  average  of 
several  estimations  of  the  food  materials  used.  These  figures  with 
a  calculation  of  the  caloric  value  of  the  food  are  given  in  Table  IV. 

Discussion  of  Tables  I,  II,  and  III. 

By  comparing  the  Tables  I,  II,  and  III  it  is  at  once  evident  that 
in  no  instance  did  the  general  nutrition  of  the  animal  suffer.  A 
slight  loss  of  weight  occurred  after  operation,  but  this  was  soon  re- 
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TABLE  IV. 
Nitrogen  and  Iron  Content  and  Caloric  Value  of  Diets  of  Tables  I,  II,  and  III, 


Dog  No. 

Actual  total  per  day. 

Per  kilo  of  body  weight  per  day. 

Nitrogen. 

Iron. 

Calories. 

Nitrogen. 

Iron.                Calories. 

79 
83 

8l 

82 

84 
80 

85 
86 
87 
90 

gm. 
6.5 
9.8 
6.5 
13.6 
10.6 
7.4 
4.6 
8.3 
6.8 
4.6 

mg. 

11.8 

18.0 

II.8 

"3 

9.1 

6.2 

352.0 

653.4 
543.0 
352.0 

709 
1.043 
66s 
1,194 
956 
664 
517 
893 
752 
517 

gm. 
0.72 

1. 17 
0.68 
0.81 

1. 18 
0.82 
0.69 
0.69 
0.68 
0.64 

mg. 

I.3I 

2.15 

1.23 

0.68 

I.OI 

0.69 

53.00 

54.00 

54.00 

49.00 

79 
124 

69 

71 

106 

74 
77 
74 
75 
72 

gained.  Also  it  is  seen  that  in  no  instance  does  a  splenectomized 
dog  maintain  the  same  constant  level  of  red  cell  and  hemoglobin 
content  as  do  the  non-splenectomized  animals.  The  change,  how- 
ever, in  Dogs  79,  83,  84,  and  87  is  so  slight  as  to  be  within  the  limit 
of  error  of  the  methods  of  blood  examination ;  in  Dogs  82, 85,  and  86 
the  change  is  more  marked,  but  even  here  one  can  hardly  refer  to 
the  condition  present  as  a  frank  anemia.  It  is,  however,  of  signifi- 
cance that  in  all  instances  the  variations  are  more  marked  than  in  the 
controls  and  also  that  they  usually  occur  after  about  four  weeks, 
the  period,  in  severe  splenectomy  anemia,  marked  by  the  lowest 
counts.  On  the  other  hand,  the  question  arises :  Are  these  favorable 
results  due  to  the  diet,  that  is,  to  the  general  character  of  the  diet 
or  to  the  presence  in  the  animals  on  a  meat  diet  of  large  amounts 
of  iron?  That  iron  in  the  diet  is  a  factor  seems  doubtful  in  view 
of  the  fact  that  two  of  the  three  animals  (85  and  86)  fed  with  beef 
spleen  showed  the  most  marked  changes  of  any  in  the  group.  Beef 
spleen  was  selected  because  it  contains  a  large  amount  of  iron,  ac- 
cording to  our  analyses  235  mg.  per  100  grams,  presumably  in  large 
part  in  organic  combination  and  therefore  readily  utilizable.  Fresh 
beef  heart  and  casein,  on  the  other  hand,  contain  only  4.6  mg.  and 
7.2  mg.  per  100  grams  respectively,  and  if  iron  is  an  important  fac- 
tor in  preventing  anemia  after  splenectomy,  one  would  not  expect 
animals  fed  with  spleen  to  show  the  changes  evident  in  the  figures 
given  for  Dogs  85  and  86;  rather,  one  would  expect  figures  as  in 
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Dog  87.  That  the  administration  of  abundant  organic  iron  in  the 
form  of  beef  spleen  did  not  prevent  the  anemia  is  in  accord  with  our 
studies  (8)  of  iron  metabolism  in  the  absence  of  the  spleen  and 
opposed  to  the  conclusion  of  Asher  and  his  associates. 

On  the  other  hand,  in  view  of  the  slight  changes  which  occurred 
in  many  of  the  animals,  it  is  impossible  to  avoid  the  question  as 
to  whether  a  diet,  adequate  for  the  normal  dog,  is  in  some  way  in- 
adequate for  the  splenectomized  dog;  if  so,  the  value  of  our  views 
concerning  the  severer  types  of  anemia  following  splenectomy  based 
on  our  earlier  experiments  upon  dogs  fed  on  a  general  mixed  diet 
would  depend  upon  whether  or  not  the  inadequacy  of  diet  held  for 
all  animals  operated  upon,  or  only  for  animals  without  a  spleen. 
If  anemia  occurred  in  dogs  fed  on  the  mixed  diet  after  other  oper- 
ations than  splenectomy,  it  would  be  at  once  evident  that  the  food, 
while  sufficient  for  a  normal  dog,  was  not  sufficient  for  a  con- 
valescent dog.  On  the  other  hand,  if  the  anemia  could  be  demon- 
strated only  after  splenectomy,  there  would  be  established  a  point 
of  importance  in  regard  to  the  spleen  in  its  relation  to  metabolism, 
and  our  observations  on  the  anemia  after  splenectomy  would  not 
only  be  substantiated,  but  would  gain  an  added  importance.  To 
settle  this  point,  it  was  essential,  therefore,  to  study  in  animals  on 
our  routine  mixed  diet  the  effect  of  splenectomy,  and  as  a  con- 
trol some  other  simple  operation  involving  the  removal  of  an  organ. 
Nephrectomy  was  selected  as  an  operation  quite  analogous,  from 
the  technical  point  of  view,  to  splenectomy  and  accordingly  two 
healthy  dogs  were  placed  upon  ordinary  kennel  diet  for  seventeen 
days;  upon  each  dog  a  nephrectomy  was  then  performed  and  the 
animal  kept  on  the  same  diet  for  twenty-three  days  longer;  splen- 
ectomy was  then  performed  upon  each  dog  and  the  animals  kept  on 
the  same  diet  for  thirty-eight  days  more.  Blood  counts  were  made 
at  frequent  intervals  throughout  the  experiment.  Whereas  during 
the  seventeen  days  on  the  diet  before  operation  and  during  the 
twenty-three  days  following  nephrectomy  no  significant  change 
(Table  V)  in  the  hemoglobin  or  red  blood  cells  was  observed  in 
either  animal,  after  the  splenectomy  both  showed  a  well  marked  fall 
in  hemoglobin  and  red  blood  cell  count.  It  is  noteworthy  also  that 
relatively  slight  changes  in  weight  occurred. 
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TABLE  V. 
Effect  of  Splenectomy  Controlled  by  Previous  Nephrectomy.    Mixed  Diet. 


Dog  33. 

Dog  4a. 

Date. 

Wdght. 

Hemo-      j    Red  blood  count, 
globin.      1 

^««^'-     1      g^o^n" 

Red  blood  count. 

May  i8.. 

"     25.. 

June    I . . 

kilos 
10.9 
10.9 

II.O 

per  cent 

100 

98 

92 

6,840.000 
7.240.000 
6.760.000 

kilos 
14. 1 
14.0 
14.9 

per  cent 
102 
102 

lOI 

7.810.000 
7,850,000 
8,330,000 

*•       4.. 

Nephrectomy 

Nephrectomy 

••       8.. 
"      IS.. 
••     25.. 

II. I 
11.3 
11.4 

93 
90 
97 

6.280.000 
6.020.000 
6,690,000 

14.0 
14.6 
14.8 

98              7.210,000 
95              7,120,000 
97              7,010,000 

••     27..                        Splenectomy 

Splenectomy 

July     3..        10.9 
"     10..        10.8 
*•     18..!      10.8 
••     27..        10.4 

Aug.     4..        10.4 

90 
83 
77 
66 
68 

6,600,000 
5.890,000 
5,740,000 
5.080,000 
4,540.000 

15.1 
14.9 
14.9 
14.3 
14.2 

90 
92 
88 

75 
76 

6,840,000 
6,830,000 
6,480,000 
6.060,000 
6,350,000 

From  these  observations  four  conclusions  may  be  drawn:  (i) 
that  inasmuch  as  the  animals  did  not  lose  greatly  in  weight,  the 
routine  table  scrap  diet  is  a  satisfactory  food  for  animals  after  sur- 
gical operations;  (2)  that  on  this  diet  operation  involving  the  re- 
moval of  an  organ  other  than  the  spleen  does  not  cause  anemia; 
(3)  that  the  anemia  following  splenectomy  is  not  to  be  explained, 
in  view  of  the  fact  that  the  splenectomized  animals  maintained 
their  average  weight,  by  insufficient  nutrition;  and  (4)  if  the 
anemia  is  in  any  way  related  to  the  diet  it  is  either  (a)  because 
some  toxic  substance  operative  in  the  absence  of  the  spleen  is 
present  in  this  particular  food,  or  (b)  because  some  substance  pres- 
ent in  the  diet  and  normally  utilizable  can  not  be  utilized  in  the 
absence  of  the  spleen.  In  connection  with  this  last  conclusion  it 
occurred  to  us  that  as  the  routine  kennel  diet  is  essentially  a  cooked 
diet  it  was  possible  that  in  the  cooking  there  occurred  the  destruc- 
tion by  heat  of  some  vitamine-like  substance  normally  utilized  by 
the  spleen.  To  control  this  point  a  new  series  of  observations  were 
made  (Table  VI). 
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TABLE  VI. 

The  Influence  upon  the  Anemia  Following  Splenectomy  of  a  Raw  and  a 

Cooked  Diet. 


Food  values 

Before  splenectomy. 

After  splenectomy.                    '     per  kilo  of 
,  body  weight. 

Dog 
No. 

Diet. 

I 

Ji 

Is 

Period. 

Final 
weight. 

Hemo- 
globin. 

Red  cell 
count. 

Nitrogen. 

i 

i 

per 

per 

1 

days 

kilos  '  cent 

weeks 

kilos 

cent 

gm.  1 

48 

Raw 

28 

13.4       99 

5,450,000 

6th-  9th 

14.0 

96 

5.590.000    0.41  i    69 

57 

*' 

25 

10.9     100 

6,220.000 

6th- 1 2th 

12.4  1     83 

4,499,0001  0.46 

75 

53 

'* 

24 

8.0       99 

6.140,000 

8th-i2th      8.9      75 

4.920,0001  0.74 

69 

50 

** 

41 

8.5     104 

6,910,000 

ioth-i3th'     8.6 

83 

5,551.000 1  0.15 

72 

52 

Cooked 

48 

10.8  1   105 

6,760,000 

7th-  9th|  11.4 

77 

5,130,0001  0.40 

69 

56* 

•* 

121 

8.4 1     88 

6,250,000 

6th-iothi     7.8  1    61 

4,880.000 1  0.40 

73 

Controls. 


9 

Raw 

108 

11.4 

102 

6.620,000 ' 
(initial    | 
period)    | 

12.9 

95 

6,590,000 

(final 

period) 

56* 

Cooked 

121 

8.2 

100 

6.460,000 

(initial    1 

period)    ; 

8.4 

88 

6,250,000  I 
(final     1 

1           1    period)    i 

'^This  animal  was  used  first  as  a  control  for  the  cooked  diet  and  later  was 
splenectomized. 

Six  animals  were  placed  upon  a  calorically  sufficient  diet,  accu- 
rately determined ;  the  only  differences  were  that  four  received  raw 
and  two  cooked  meat.  Examination  of  the  blood  was  made  at  inter- 
vals of  not  longer  than  seven  days.  At  the  same  time  metabolism 
studies,  the  results  of  which  are  reported  elsewhere  (7),  were  made 
on  some  of  the  animals  (Dogs  48,  52,  56,  and  57).  The  diet  in  each 
of  these  experiments  consisted  of  beef  heart,  lard,  and  sugar,  a 
small  amount  of  sodium  chloride,  and  sufficient  bone  ash  to  ensure 
firm  feces.  Details  as  to  nitrogen  content  and  caloric  value  of 
the  food  are  given  in  the  table. 

In  connection  with  Table  VI,  it  should  be  explained  that,  in  order 
to  place  the  figures  covering  all  animals  in  one  graphic  table,  the 
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counts  given  represent  averages  of  several  examinations.  The 
figures  before  splenectomy  represent  the  averages  of  the  last  three 
counts  before  operation;  the  figures  after  splenectomy  the  average 
of  the  three  lowest  consecutive  counts.  The  figures  for  the  two 
control  animals  represent  the  average  of  the  first  three  and  last  three 
counts  respectively. 

It  is  evident  from  a  study  of  Table  VI  that  there  is  a  greater  ten- 
dency for  animals  on  the  cooked  diet  to  develop  anemia  than  is  the 
case  with  those  receiving  raw  meat.  Thus  in  the  latter  group  no 
change  in  the  blood  picture  was  evident  in  one  animal  while  in 
the  other  three  with  moderate  anemia,  the  hemoglobin  did  not  fall 
below  75  or  the  red  cells  much  below  5,000,000.  On  the  other 
hand  in  the  group  receiving  cooked  meat  both  showed  a  marked 
change  in  the  blood  picture  and  in  one  a  hemoglobin  content  as  low 
as  61.  As  in  all  our  previous  studies  the  hemoglobin  decrease  is  rel- 
atively greater  than  the  fall  in  red  cells.  That  the  amount  of  pro- 
tein given  in  the  raw  food  is  not  an  important  matter  is  seen  by  con- 
trasting Dog  53  on  a  high  nitrogen  diet  with  Dog  50  on  a  low  nitro- 
gen diet.  In  these  two  animals  the  calories  of  the  diet  were  main- 
tained by  varying  the  amount  of  fat.  The  difference  in  the  degree  of 
anemia  is  negligible.  In  connection  with  the  problem  of  the  influence 
of  cooked  diet,  it  is  noteworthy  that  Dog  56,  which  served  as  a  control 
to  Dog  52  for  four  months  before  it  was  splenectomized,  and  was 
for  all  this  time  on  a  cooked  diet,  showed  during  this  time  a  falling 
off  in  the  hemoglobin  content  of  its  blood.  Moreover  this  animal 
was  the  only  one  showing  a  persistent  loss  of  weight  after  splenec- 
tomy. Definite  conclusions  cannot  be  drawn  from  such  a  small 
number  of  experiments,  but  the  fact  that  splenectomized  animals  on 
cooked  beef  develop  an  anemia  of  a  degree  more  closely  approach- 
ing that  of  animals  on  the  usual  kennel  diet,  which  is  essentially  a 
cooked  diet,  while  animals  on  a  raw  diet  have  a  less  severe  anemia, 
suggests  that  heat  destroys  something  in  the  diet  which  in  the  ab- 
sence of  the  spleen  tends  to  cause  anemia.  In  view,  however,  of 
the  relatively  slight  differences  which  we  have  found,  experiments 
on  a  large  number  of  animals  on  diverse  diets  must  be  made  before  a 
final  decision  is  reached.  Such  observations  are  now  in  progress 
and  we  hope  later  to  amplify  this  statement  of  the  influence  of  diet. 
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SUMMARY. 

The  anemia  which  develops  after  splenectomy  is  most  marked  in 
animals  on  a  mixed  table  scrap  diet  of  meat,  bread,  cereals,  and 
vegetables,  which  is  essentially  a  cooked  diet.  Control  studies  in 
which  a  unilateral  nephrectomy  precedes  splenectomy  demonstrate 
that  the  anemia  is  not  due  to  operation,  hemorrhage,  or  accidents 
of  convalescence  but  develops  only  in  the  absence  of  the  spleen. 
The  results  of  studies  of  the  influence  of  food  containing  a  large 
amount  of  iron  in  presumably  easily  utilizable  form,  as  in  raw  beef 
spleen,  do  not  support  the  view  that  the  anemia  is  due  to  lack  of 
iron  in  the  food.  Observation  on  the  influence  of  a  diet  of  raw 
meat  as  contrasted  with  cooked  meat  shows  a  more  severe  anemia 
in  animals  on  the  cooked  diet  and  suggests  the  possibility  that  heat 
alters  some  substance  which,  in  the  absence  of  the  spleen,  the  body 
cannot  utilize.  A  final  conclusion  in  regard  to  this  point  must, 
however,  await  the  results  of  more  detailed  studies  now  in  progress. 
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STUDIES  ON  THE  CIRCULATION  IN  MAN. 

XVI.     A  Study  of  the  Development  of  the  Collateral  Cir- 
culation IN  THE  Right  Hand  after  Ligation  of  the 
Innominate  Artery  for  Subclavian  Aneurysm. 

By  G.  N.  STEWART,  M.D. 

(From  the  H.  K,  Gushing  Laboratory  of  Experimental  Medicine  of  Western 
Reserve  University,  Cleveland.) 

(Received  for  publication,  June  28,  191 5.) 

Through  the  kindness  of  my  colleague,  Dr.  Carl  A.  Hamann,  I 
have  been  enabled  to  study  two  cases  in  which  he  successfully  li- 
gated  the  innominate  and  common  carotid  arteries  for  subclavian 
aneurysm.  I  have  employed  the  method  of  measuring  the  blood 
flow  in  the  hands  previously  described  by  me.^ 

The  results  in  the  first  case,  that  of  Mrs.  K.,  68  years  of  age,  have  already 
been  published,^  and  need  only  be  briefly  alluded  to  here  for  comparison  with 
the  second  case.  I  did  not  have  the  opportunity  of  examining  the  blood  flow 
before  the  operation  on  Mrs.  K.  The  operation  was  performed  on  Feb.  26, 
191 3.  On  Mar.  20,  the  flow  in  the  right  hand  was  1.50  gm.  per  100  cc.  of  hand 
per  minute,  and  in  the  left  5.32  gm.  (ratio  i :  3.54),  with  room  temperature  26.7* 
C.  On  Mar.  21  the  flows  were  1.83  gm.  and  6.38  gm.  for  the  right  and  left 
hands,  respectively  (ratio  1:3.48),  with  room  temperature  22.7°  C.  On  July  9, 
1913  (19  weeks  after  the  operation),  the  flow  in  the  right  hand  was  8.26  gm. 
per  100  cc.  per  minute  and  in  the  left  10.69  gm-  (ratio  i:  1.3),  with  room  tem- 
perature 26.2°  C.  There  was  no  pulse  in  the  accessible  arteries  of  the  right  arm. 
Yet  it  is  obvious  from  the  blood  flow  measurements  that  a  very  satisfactory  col- 
lateral circulation  had  been  established.  At  the  present  time  the  patient  is  still 
alive,  and  a  pulse  has  returned. 

The  second  case  was  that  of  a  colored  man,  Arthur  B.,  aged  25  years,  height 
5  feet,  4  inches,  weight  132  pounds.  He  was  admitted  to  the  City  Hospital  May 
6,  1915,  complaining  of  pain  in  the  right  shoulder  and  right  arm.  The  pain 
began  3  weeks  before  he  applied  for  admission  coincidently  with  the  appearance 
of  a  small  lump  below  the  right  clavicle,  which  rapidly  increased  in  size.  The 
pain  and  muscular  weakness  in  the  right  arm  soon  forced  him  to  quit  work.  On 
admission  the  loss  of  power  in  the  right  forearm  and  hand  was  marked;  in  the 
upper  arm  and  shoulder  it  was  less  marked,  though  evident    There  is  no  atrophy 

1  Stewart,  G.  N.,  Heart,  191 1,  iii,  33. 

2  Stewart,  Arch.  Int.  Med.,  1914,  xiii,  i. 
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or  edema  of  the  right  arm.  The  circumference  of  the  right  arm  at  the  middle 
of  the  biceps  is  30  cm.,  of  the  left  27  cm.  The  circumference  of  the  right  fore- 
arm is  285^  cm.,  of  the  left  27  cm.  The  man  is  right  handed.  The  left  radial 
pulse  is  of  greater  volume  than  the  right  The  pulse  in  the  two  radials  is  syn- 
chronous. Blood  pressure  in  right  arm,  systolic  no,  diastolic  88;  in  left  arm, 
systolic  130,  diastolic  70.    The  fingers  of  the  right  hand  are  markedly  clubbed. 

May  II,  1915.  Blood:  leucocytes  11,600,  hemoglobin  80  per  cent  Wasser- 
mann  +  +  +. 

On  May  11  the  innominate  and  common  carotid  arteries  were  ligated. 

May  19,  1915.  He  is  fairly  well.  The  right  hand  is  not  cold.  He  has  no 
pain  in  the  right  arm,  but  the  arm  and  hand  feel  tired.  The  radial  side  of  the 
palm  of  the  hand  feels  numb.  There  is  no  pulse  at  the  left  wrist  Pulse  rate 
116  (sitting).  The  blood  flow  in  the  hands  was  measured  May  8,  that  is,  3  days 
before  the  operation,  and  again  on  May  22,  11  days  after  the  operation.  Further 
examinations  were  made  on  May  28,  June  4,  and  June  11. 

The  patient's  friends  prevailed  on  him  to  leave  the  hospital  on  May  24,  and 
he  subsequently  returned  from  time  to  time  for  the  blood  flow  examinations. 

On  May  8  the  flow  in  the  right  hand  was  12.52  grams  per  100 
cc.  of  hand  per  minute  for  the  last  nine  minutes  in  the  calorimeters, 
and  that  in  the  left  hand  6.36  grams,  with  average  room  temperature 
of  22.5°  C.  It  may  appear  puzzling  at  first  thought  that  the  flow  in 
the  right  hand  should  be  double  that  in  the  left,  while  the  amplitude 
of  the  right  radial  pulse  is  so  much  smaller  than  that  of  the  left. 
The  pulse  as  felt  by  the  finger,  however,  is  only  a  rough  criterion 
of  the  blood  flow  on  the  assumption  that  the  anatomical  conditions 
are  normal.  In  the  present  case  the  pulse  wave  must  be  supposed  to 
be  greatly  diminished  and  its  form  distorted  in  passing  through  the 
aneurysm,  but  that  is  no  reason  for  expecting  that  the  mass  move- 
ment of  the  blood  should  be  diminished  as  well.  The  systolic  pres- 
sure in  the  right  arm  was  no,  the  diastolic  88  mm.  of  mercury. 
The  pulse  pressure,  which  can  alone  be  detected  by  the  finger,  is 
only  22  mm.  of  mercury.  In  the  left  arm  the  systolic  pressure  was 
130,  the  diastolic  70,  and  the  pulse  pressure  60  mm.  of  mercury. 
But  while  this  makes  it  clear  that  there  is  no  ground  for  expect- 
ing a  smaller  flow  on  the  side  of  the  smaller  pulse,  why  should 
the  flow  be  so  much  larger  on  that  side  ?  The  explanation  is  prob- 
ably twofold :  first,  there  is  evidence  of  pressure  on  constituents  of 
the  brachial  plexus  supplying  the  right  hand.  Now  pressure  suffi- 
cient to  cause  loss  of  power  in  the  skeletal  muscles  may  be  assumed 
to  cause  also  some  loss  of  vasomotor  tone,  since  the  vasomotor 
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fibers  in  the  brachial  plexus  cannot  conceivably  be  protected  from 
the  pressure.  A  loss  of  vasomotor  tone  in  a  hand  will  of  course 
be  accompanied  by  an  increased  blood  flow.  As  a  matter  of  fact,  I 
have  found  that  in  early  unilateral  brachial  neuritis  the  blood  flow 
in  the  corresponding  hand  is  decidedly  greater  than  in  the  normal 
hand.  Secondly,  it  is  very  likely  that  a  dilated  right  subclavian 
artery  offers  a  freer  passage  to  the  blood  than  the  normal  left 
subclavian  does.  That  such  reciprocal  relations  have  an  important 
influence  on  the  distribution  of  the  blood  is  indicated  in  an  inter- 
esting manner  by  the  results  of  the  first  blood  flow  examination 
after  ligation  of  the  innominate.  On  May  22  (eleven  days  after 
the  operation)  the  flow  in  the  right  hand  was  3.44  grams  per  100 
cc.  per  minute  and  that  in  the  left  hand  15.38  grams  (ratio  i  :4.47), 
with  room  temperature  25.0°  C.  The  flow  in  the  right  hand  has,  of 
course,  been  greatly  reduced  by  the  ligation,  but  the  interesting  point 
is  that  the  flow  in  the  left  hand  has  been  correspondingly  increased. 
Thus,  100  cc.  of  right  hand  and  100  cc.  of  left  hand  together  re- 
ceived 18.88  grams  of  blood  per  minute  before  the  ligation  and 
18.82  grams  after  ligation,  exactly  the  same  amount.  But  the  dis- 
tribution is  totally  different.  Of  course,  this  extremely  exact  cor- 
respondence is  accidental,  but  it  cannot  be  accidental  that  the  flow 
in  the  left  hand  should  have  been  so  much  smaller  than  that  in 
the  right  before  the  operation  and  should  have  been  so  greatly 
increased  after  it.  The  cutting  off  of  the  path  through  the  innomi- 
nate and  right  common  carotid  obviously  permitted  more  blood  to 
enter  the  alternative  route  of  the  left  subclavian  and  left  carotid. 
That  the  flow  in  the  left  carotid  was  increased  after  the  operation 
was  indicated  by  the  plainly  visible  throbbing  of  the  left  temporal 
artery.  I  have  elsewhere  discussed*  the  reciprocal  effect  of  occlu- 
sion of  one  path  upon  the  corresponding  vascular  path  on  the  other 
side  of  the  body. 

The  next  blood  flow  examination  was  made  on  May  28  (seven- 
teen days  after  the  ligation).  The  flow  in  the  right  hand  was  4.76 
grams,  and  in  the  left  15.31  grams  per  100  cc.  per  minute  (for  a 
period  of  five  minutes  when  the  flows  were  at  the  maximum  for  the 
two  hands),  with  room  temperature  26.0°  C.     The  ratio  of  the 

8  Stewart  Jour.  Exper,  Med,,  1915,  xxii,  I. 
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flows  was  I  to  3.21,  indicating  a  steady  improvement  in  the  collat- 
eral circulation.  Including  a  period  of  vasoconstriction  due  to  a 
psychical  cause,  which  of  course  diminished  the  circulation  more  in 
the  left  hand  than  in  the  right,  the  flows  (for  ten  minutes)  were 
4.15  grams  per  100  cc.  per  minute  for  the  right  and  12.17  grams 
for  the  left  hand  (ratio  i  to  2.93).  The  reflex  change  in  the  flow 
elicited  in  the  right  hand  by  immersing  the  left  hand  in  warm 
water  was  small,  as  is  always  the  case  in  a  part  whose  circulation  is 
mechanically  obstructed.  For  the  three  minutes  immediately  pre- 
ceding the  vasomotor  test  the  flow  in  the  right  hand  was  4.04  grams 
per  100  cc.  per  minute.  For  the  first  four  minutes  of  immersion  of 
the  left  hand  in  warm  water  the  flow  in  the  right  sank  to  3.05  grams 
per  100  cc.  per  minute,  to  rise  to  4.86  grams  per  100  cc.  per  minute 
for  the  remaining  four  minutes  of  the  period,  an  insignificant  re- 
action. 

On  June  4  (twenty- four  days  after  the  operation)  the  flow  in 
the  right  hand  was  4.86  grams  and  in  the  left  9.00  grams  (ratio 
I  to  1.85)  per  100  cc.  per  minute  for  the  last  18  minutes  in  the  cal- 
orimeters, with  room  temperature  23.9°  C.  The  patient  came  to 
the  hospital  for  the  examination  on  rather  a  cool  morning,  naturally 
with  bare  hands,  and  vasoconstriction  due  to  this  was  probably  re- 
sponsible for  cutting  down  the  flow  in  the  left  hand.  For  the  reason 
already  given  the  effect  on  the  right  hand  would  be  comparatively 
insignificant.  The  ratio  is  therefore  probably  to  some  extent  arti- 
ficial, and  gives  an  unduly  favorable  view  of  the  development  of  the 
collateral  circulation  at  this  time.  Nevertheless  the  fact  that  in 
spite  of  the  vasoconstriction  the  flow  in  the  right  hand  is  absolutely 
greater  than  at  the  last  examination  shows  clearly  enough  that  the 
collateral  circulation  is  still  opening  up. 

The  last  examination  was  made  on  June  11  (thirty-one  da)rs 
after  the  operation).  The  right  hand  was  now  being  freely  used, 
the  only  symptoms  which  troubled  the  patient  being  numbness 
along  the  palmar  surface  of  the  thumb  and  the  radial  surface  of 
the  index  finger.  The  hand  was  fairly  strong,  although  not  of 
course  as  strong  as  the  left  hand.  The  flow  in  the  right  hand  was 
8.5s  grams  per  100  cc.  per  minute  and  in  the  left  14.24  grams  (ratio 
I  to  1.66).  There  was  no  pulse  in  the  accessible  arteries  of  the 
right  anterior  extremity. 
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The  collateral  circulation  has  therefore  developed  much  more 
rapidly  than  in  the  other  case.  This  is  doubtless  to  be  attributed  in 
part  at  least  to  the  youth  of  the  patient  and  the  consequent  greater 
distensibility  of  his  arteries  and  the  greater  driving  power  of  his 
heart. 

Protocols. 

First  Examination  of  Blood  Flow. — Arthur 'B.  May  8,  1915.  Hands  in  bath 
at  10.27  a.  m.,  in  calorimeters  at  io.38H»  out  of  calorimeters  at  10.51.    Pulse  84. 


Temperature  of 

Time. 

Temperature  of 

Time. 

Calorimeters. 

Room. 

Calorimeters. 

Room. 

Right.      I        Left. 

Right. 

Left. 

10.38 
10.40 
10.41 
10.42 
10.43 
10.44 
10.45 

31.31 
31.36 
31.38 
31.42 
31.49 
31.56 
31.64 

31.21 
31.22 
31.25 
31.26 
31.28 
31.30 
31.33 

21.4 
21.9 

10.46 
10.47 
10.48 
10.49 
10.50 
10.51 
11.02 

31.73 
31.79 
31.84 
31.92 
31.99 
32.0s 
31.89 

31.39 

31.41 

31.425 

31.45 

31.47 

31.495 

31.33 

22.1 
22.5 
22.9 

Cooling  of  calorimeters  in  11  minutes,  right  0.16®,  left  0.165®.  Volume  of 
right  hand  482  cc,  of  left  427  cc.  Water  equivalent  of  calorimeters  with  con- 
tents, right  3,480,  left  3,436.    Rectal  temperature  37.65''  C. 

Second  Examination. — May  22,  1915.  Hands  in  bath  at  2.1 1  p.  m.,  in 
calorimeters  at  2.20,  out  of  calorimeters  at  2.31.    Pulse  100. 


Temperature  of 

Time. 

Temperature  ot 

Time. 

Calorimeters. 

Calorimeters. 

Room. 

Right. 
31.98 

Left. 

Right.             Left. 

2.19 

31.98 

2.27 

32.OIS 

32.41       1 

2.21 

31.96 

32.02 

2.28 

32.03 

32.48 

25.1 

2.22 

31.97 

32.08 

25.0 

2.29 

32.04 

32.55 

•  2.23 

31.97 

32.14 

2.30 

32.055 

32.62 

25.0 

2.24 

31.975 

32.20 

25.0 

2.31 

32.07 

32.68 

2.25 

31.98 

32.26 

2.43 

31.95 

32.54 

2.26 

32.00 

32.34 

25.0 

Cooling  of  calorimeters  in  12  minutes,  right  0.12®,  left  0.14®.  Volume  of 
right  hand  485  cc,  of  left  410  cc  The  mark  on  the  left  wrist  was  inadvertently 
put  somewhat  lower  than  usual,  so  that  a  somewhat  smaller  volume  of  the  left 
hand  was  in  the  calorimeter.  Water  equivalent  of  calorimeters  with  contents, 
right  3,483,  left  3,423  cc.    Mouth  temperature  37.0**  C. 

Third  Examination. — May  28,  191 5.  Hands  in  bath  at  2.101/2  p.  m.,  in 
calorimeters  at  2.22.  At  2.36  the  left  hand  was  immersed  in  water  at  44**  C 
At  2.44  the  right  hand  was  removed  from  the  calorimeter. 
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Temperature  of 

Time. 

Temperature  of 

Time. 

Calorimeter*. 

Calorimeters. 

Room. 

Right.      I        Left. 

Right. 

Left. 

2.21 

31.95            31.9s 

2.34 

32.09 

32.58 

25.9 

2.23 

31.945 

31.99 

259 

2.35 

32.IOS 

32.63 

2.24 

31.96 

32.04 

2.36 

32.12 

32.67 

2.25 

31.97 

32.08 

26.0 

2.37 

32.125 

25.7 

2.26 

31.97s 

32.12 

2.38 

32.13s 

2.27 

31.985 

32.16 

26.0 

2.39 

32.14 

2.28 

31.99 

32.21 

2.40 

32.15 

25.9 

2.29 

32.005 

32.27 

26.1 

2.41 

32.165 

2.30 

32.02 

32.34 

2.42 

32.185 

2.31 

32.04 

32.40 

26.1 

2.43 

32.205 

25.9 

2.32 

32.055 

32.47 

2.44 

32.22 

2.33* 

1     32.08 

32.54 

2.52 

32.14 

32.48 

♦  Here  he  began  to  concern  himself  about  the  preparations  being  made  for  the 
warm  water  test,  causing  some  psychical  vasoconstriction. 

Cooling  of  calorimeters,  right  0.08**  in  8  minutes,  left  0.19"*  in  16  minutes. 
Volume  of  right  hand  458  cc,  of  left  420  cc.  Water  equivalent  of  calorimeters 
with  contents,  right  3,461,  left  3,431  cc    Rectal  temperature  37.44®  C. 

Fourth  Examination. — June  4,  191 5.  The  day  was  rather  cool  and  the  ex- 
amination was  begun  soon  after  his  arrival  at  the  hospital.  Pulse  78.  Hands 
in  bath  at  11.33  ^'  in.»  in  calorimeters  at  ii.42H»  out  of  calorimeters  at  12.05. 


Temperature  of 

Time. 

1 

'emperature  c 
neters. 

)f 

Time. 

Calorimeters. 

Calorii 

Room 

Right. 

Left. 
31.65 

Right. 

Left. 

11.42 

31.70 

11.56 

31.805 

31.975 

11.44 

JI.68             31.66 

23.6 

11.57 

31.82 

32.01 

11.45 

31.69             31.67 

23.8 

11.58 

31.83 

32.04 

23.9 

11.46 

31.695           31.675 

23.8 

11.59 

31.845 

32.07 

11.47 

31.70 

31.70 

12.00 

31.855 

32.09 

11.48 

31.71 

31.74 

24.0 

12.01* 

31.875 

32.14 

24.0 

11.49 

31.73 

31.78 

12.02 

31.895 

32.175 

11.50 

31.74 

31.80 

23-9 

12.03 

31.91 

32.19 

24.0 

II.51 

31.7s 

31.83 

24.0 

12.04 

31.925 

32.23 

11.52 

31.755 

31.8S 

12.05 

31.95 

32.275 

"53 

31.76 

31.88 

12.13 

31.84 

32.16 

11.54 

31.775     1      31.92 

23.9 

11.55 

31.795     1      3.1.95 

♦Here  he  is  beginning  to  fidget  and  says  the  right  arm  and  hand  are  getting 
tired. 

Cooling  of  calorimeters  in  8  minutes,  right  o.ii**,  left  o.iis"*.  Volume  of 
right  hand  446  cc,  of  left  413  cc  Water  equivalent  of  calorimeters  with  con- 
tents, right  3,452,  left  3,425.    Rectal  temperature  37-19**  C. 
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Fifth  Examination.— ]unt  ii,  1915.    Pulse  84.    Hands  in  bath  at  11.03  a,  m., 
in  calorimeters  at.  11.12^,  out  of  calorimeters  at  11.30. 


Temperature  of 

Time. 

Time. 

Calorimeters. 

Room. 

Calorimeter*. 

Room. 

Right. 

Left. 

Right.      1        Left. 

II. 12 
II. 14 
II.15 
II. 16 
II.17 

11. 18 

11. 19 
11.20 
II.2I 
11.22 

31.77 
31.80 

31.84 
31.88 

31.905 

31.93 

31.965 

32.00 

32.04 

32.07 

31.74 
31.79 
31.85 
31.91 
31.97 
32.02 

32.075 
32.135 
32.18 
32.24 

25.0 
25.1 

25.0 
25.0 

11.23 
11.24 
11.25 
11.26 
11.27 
11.28 
11.29 
11.30 
11.37 

32.10 

32.13 

32.165 

32.20 

32.24 

32.26 

32.29 

32.32 

32.235 

32.29 

32.35 

32.41 

32.46 

32.515 

32.56 

32.61 

32.66 

32.57 

25.1 
25.1 

G)oling  of  calorimeters  in  7  minutes,  right  0.085*,  left  0.09**.  Volume  of 
right  hand  457  cc,  of  left  425  cc.  Water  equivalent  of  calorimeters  with  contents, 
right  3,460,  left  3,435  cc    Rectal  temperature  36.91''  C 

SUMMARY. 

The  development  of  the  collateral  circulation  after  ligation  of  the 
innominate  and  right  common  carotid  arteries  for  subclavian 
aneurysm  was  studied  in  two  cases  by  measuring  the  rate  of  blood 
flow  in  the  handfe  from  time  to  time. 

In  a  woman,  sixty-eight  years  old,  the  flow  in  the  right  hand 
three  weeks  after  the  operation  was  two-sevenths  of  that  in  the  left. 
Nineteen  weeks  after  the  operation  the  flow  in  the  right  hand  was 
more  than  three- fourths  of  that  in  the  left,  although  no  pulse  re- 
turned until  long  afterwards. 

In  a  man,  twenty-five  years  old,  the  flow  in  the  right  hand  eleven 
days  after  the  operation  was  between  one-fourth  and  one-fifth  of 
that  in  the  left.  Seventeen  days  after  the  operation  the  flow  in  the 
right  hand  was  nearly  one-third  of  the  flow  in  the  left.  Twenty- 
four  days  after  the  operation  the  flow  in  the  right  hand  had  in- 
creased to  more  than  one^ialf  of  the  left  hand  flow.  Thirty-one 
days  after  the  operation  the  flow  in  the  right  hand  was  three-fifths 
of  that  in  the  left,  without  return,  as  yet,  of  any  pulsation. 

Before  the  operation  the  flow  in  the  right  hand  was  markedly 
greater  than  in  the  left,  notwithstanding  the  small  size  of  the  right 
radial  pulse  as  compared  with  the  left.  The  explanation  of  this  fact 
is  discussed. 
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THE  ACCELERATION  OF  ESTERASE  ACTION. 
Studies  on  Ferment  Action.     XXVIII. 

By  JAMES  W.  JOBLING,  M.D.,  A.  A.  EGGSTEIN,  M.D.,  and 
WILLIAM  PETERSEN.  M.D. 

(From  the  Department  of  Pathology,  Medical  Department,  Vanderhilt  Univer- 
sity, Nashville,) 

(Received  for  publication,  July  3,  1915.) 

The  importance  ascribed  by  various  authors  to  the  ferments  of 
the  body  in  the  processes  of  immunity  makes  it  important  to  study 
not  only  the  ferments  normally  present  and  their  activity  under 
normal  conditions,  but  also  to  find  means  by  which  they  can  be  in- 
creased in  amount,  or,  failing  in  this,  to  bring  about  a  greater  activ- 
ity of  those  present. 

We  have  already  shown  (i)  that  the  antiferments  of  the  serum, 
of  the  cells  of  the  body,  and  of  bacterial  cells,  are  composed  of  un- 
saturated fatty  acids  probably  in  the  form  of  esters,  and  that  oxida- 
tion of  these  acids  renders  them  inactive.  It  is  probable  that  dis- 
sociation of  the  esters  might  also  render  them  inactive  as  antifer- 
ments, as  the  activity  of  the  acids  is  dependent  upon  their  degree 
of  dispersion,  and  this  probably  would  be  lessened  by  dissociation 
owing  to  their  relative  insolubility.  Bearing  this  in  mind  we  should 
naturally  attach  considerable  importance  to  any  ferment,  such  as 
esterase,  which  can  cause  a  dissociation  of  esters;  for  the  removal 
of  the  protective  esters  from  bacteria  may  render  them  more  sus- 
ceptible to  the  action  of  proteolytic  ferments,  which  in  turn,  by 
hydrolysis,  can  render  the  toxic  substances  non-toxic.  It  is  for  this 
reason  that  we  wish  to  report  upon  a  group  of  substances,  which 
without  bearing  a  very  definite  relation  to  one  another,  have  the 
ability  to  accelerate  greatly  the  action  of  both  serum  and  tissue 
esterases.  A  great  deal  of  work  has  been  devoted  to  the  study  of 
substances  which  accelerate  the  action  of  lipase  and  esterase,  partic- 
ularly by  Biondi  (2),  Magnus  (3),  Loevenhart  (4),  von  Hess  (5), 
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Falk  (6),  Whipple  (7),  and  Quinan  (8),  but  so  far  as  we  are  aware, 
none  of  these  authors  has  worked  with  the  agents  which  we  have 
found  to  be  the  most  active. 

Technique. 

The  tissue  esterase  was  prepared  from  dogs'  livers.  The  livers 
were  cut  up  in  a  meat  machine  and  then  extracted  with  glycerine  for 
four  days  in  the  thermostat.  The  resulting  mass  was  filtered  first 
through  cotton  and  then  through  filter  paper,  and  the  filtrate  satu- 
rated with  ammonium  sulphate.  The  precipitate  thus  obtained  was 
redissolved  in  water  and  reprecipitated  several  times  with  ammonium 
sulphate  until  the  filtrate  became  colorless.  The  final  precipitate 
was  dissolved  in  a  small  amount  of  water  and  dialyzed  against  run- 
ning water  until  it  failed  to  react  with  either  barium  hydrate  or 
Nessler's  solution.  The  preparation  was  again  filtered  through 
filter  paper,  a  small  amount  of  toluol  was  added,  and  it  was  then 
stored  in  the  ice  box.  i  cc.  of  the  esterase  prepared  in  this  manner 
when  incubated  for  four  hours  with  i  cc.  of  ethyl  butyrate  usually 
gave  an  acidity  equal  to  7  cc.  of  N/ioo  sodium  hydrate.  We  at- 
tempted to  concentrate  further  the  esterase  by  fractional  precipita- 
tion with  ammonium  sulphate,  but  were  not  very  successful.  Ester- 
ases prepared  in  this  manner  and  kept  in  the  ice  box  were  just  as 
active  after  three  months  as  they  were  originally.  Serum  esterase 
from  dogs,  rabbits,  and  guinea  pigs  was  also  used. 

The  experiments  were  conducted  in  150  cc.  Erlenmeyer  flasks. 
The  agent  to  be  tested  was  put  into  the  flask  with  the  esterase,  the 
volume  brought  up  to  10  cc.  with  0.9  per  cent  sodium  chloride  solu- 
tion, and  I  cc.  of  neutral  ethyl  butyrate  added.  Various  control 
flasks  containing  the  agent  alone,  the  agent  plus  esterase  but  without 
ethyl  butyrate,  and  the  agent  plus  ethyl  butyrate  but  without  esterase 
were  set  up  at  the  same  time.  The  flasks  after  the  addition  of  0.5 
cc.  of  toluol  to  each  were  tightly  stoppered,  shaken  100  times,  and 
placed  in  the  incubator  for  four  hours.  25  cc.  of  neutral  95  per 
cent  ethyl  alcohol  were  then  added  to  each  flask,  and  the  acidity  was 
determined  by  titrating  against  N/50  sodium  hydrate,  with  phe- 
riolphthalein  as  the  indicator.  In  the  tables,  however,  the  results  are 
expressed  in  the  number  of  cc.  of  N/ioo  sodium  hydrate  required  to 
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neutralize  the  mixtures  after  four  hours'  incubation.  These  fig- 
ures show  the  increase  in  acidity  obtained  after  deducting  that  found 
in  the  control  flasks,  and  in  each  instance  represent  the  average  of 
several  experiments. 

It  was  noted  that  esterases  prepared  from  different  Hvers  were 
not  always  activated  to  the  same  degree  by  the  various  reagents  used. 
In  several  instances  esterases  which  were  considered  weak  prepara- 
tions when  acting  alone  gave  much  higher  figures  in  the  presence  of 
certain  reagents  than  ones  which  were  considered  to  be  much 
stronger.  Thus  one  preparation  which  gave  an  acidity  equal  to  8 
cc.  N/ioo  sodium  hydrate  when  incubated  for  four  hours  with  i  cc. 
of  ethyl  butyrate  gave  70  cc.  in  the  presence  of  sodium  citrate,  while 
another  preparation  which  gave  7  cc.  of  acidity  with  ethyl  butyrate 
alone,  gave  only  40  cc.  when  incubated  with  sodium  citrate  solution. 

EXPERIMENTS. 

Many  substances  have  been  tested  during  the  progress  of  the  work, 
but  we  shall  discuss  only  those  which  exert  a  definite  accelerating 
action. 

The  most  active  agent  with  which  we  have  worked  is  sodium 
citrate.  As  far  as  we  are  aware,  there  are  no  statements  in  the 
literature  concerning  the  accelerating  action  this  salt  exerts  on  the 
activity  of  esterase.  Falk  (6)  discovered  that  sodium  acetate  accel- 
erated the  action  of  vegetable  lipase,  and  Quinan  (8)  observed  that 
it  also  accelerated  the  action  of  tissue  esterases.  Quinan  found  that 
the  specific  action  is  a  progressive  one  which  increases  with  increas- 
ing concentrations  of  the  agent.  Table  I  indicates  that  the  acceler- 
ating of  sodium  citrate  also  increases  with  increasing  concentrations 
of  the  salt,  and  that  it  is  far  more  active  than  any  accelerating  agent 
yet  reported. 

Table  I  shows  the  accelerating  action  of  different  amounts  of 
sodium  citrate  on  liver  esterase.  The  figures  represent  the  excess  of 
acidity  over  that  obtained  with  esterase  alone. 

As  shown  in  Table  I,  sodium  citrate  both  in  large  and  small 
amoimts  markedly  increases  esterase  action.  Potassium  citrate  is 
also  very  active  as  an  accelerating  agent,  but  the  sodium  salt  is  more 
so.     As  both  potassium  and  sodium  citrate  accelerate  the  action  of 
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the  ferment,  experiments  were  made  to  determine  if  the  citric  acid 
was  the  activating  part  of  the  salt,  but  it  was  found  to  have  Httle  if 
any  stimulating  action. 

TABLE  I. 

Amount  used.  IncreaMd  acidity. 

£yn.  cc,  N/roo  NaOH 

I.O  1 10 

0.8  .            io6 

0.6  103 

0.4  98 

0.2  90 

0.1  74 

o.oi  18 

O.OOI  2 

0.000 1  O 

The  fact  that  sodium  and  potassium  citrate  inhibit  the  coagulation 
of  blood  led  us  to  test  other  substances  which  influence  coagulation. 
Of  those  which  prevent  coagulation  we  used  potassium  oxalate,  hiru- 
din, and  cobra  venom,  while  calcium  lactate  represented  those  which 
accelerate  coagulation.  Of  course,  we  are  aware  that  these  sub- 
stances probably  do  not  act  in  the  same  manner  in  preventing  coag- 
ulation. 

Cobra  venom  and  hirudin  were  found  to  be  slightly  active  in  accel- 
erating esterase  action,  while  calcium  lactate  and  potassium  oxalate 
were  very  active.  It  will  be  seen  that  these  reagents  accelerate  ester- 
ase action  regardless  of  their  influence  on  coagulation.  Table  II 
shows  the  activating  action  of  calcium  lactate  and  potassium  oxalate. 
The  figures  show  the  increase  in  acidity  above  that  obtained  with  the 
esterase  alone,  which  was  6.7  cc. 


TABLE  IL 
Action  of  Calcium  Lactate  and  Potassium  Oxalate  on  Esterase  Action, 

Caldum  lactate 
cc.  Nfioo  NaOH 


Amount  used. 
gm, 
1.0 
0.8 
0.6 
0.4 
0.2 
O.I 
O.OI 
O.OOI 
O.OOOI 


Potassium  oxalate. 
cc.  Njroo  NaOH 


40.5 
55.0 
52.5 
40.5 
28.5 
22.5 

6.8 
1.0 
o 


33 

35 

38 

35 

20 

10 

6 

I 

o 
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In  view  of  the  activating  action  of  sodium  citrate  in  vitro,  we 

made  some  experiments  to  see  if  it  would  act  in  a  similar  manner  in 

vivo. 

Dog  I, — Weight  5  kilos.  Was  given  2  gm.  of  sodium  citrate  intravenously. 
Animal  immediately  developed  dyspnea,  the  pupils  became  dilated,  and  it  was 
evidently  in  distress.    Complete  recovery  within  i  hour. 

Table  III  shows  the  activity  of  the  serum  before  and  after  injec- 
tion.    The  figures  show  the  acidity  remaining  after  subtracting  the 

controls. 

TABLE  in. 

Amount  of 
serum. 


Results. 

Time. 

cc.NliOoNaOH 

Before  injection 

0.4 

15  min.  after  injection 

0.8 

I  hour 

0.1 

5  hours      " 

0.8 

The  changes  are  not  marked.  As  the  citrate  is  very  toxic  when 
given  intravenously,  another  experiment  was  conducted  in  which  5 
gm.  were  injected  into  the  peritoneal  cavity  of  a  dog. 

Dog  2, — ^Weight  5  kilos.  Injected  with  $  gm.  of  sodium  citrate  dissolved  in 
sterile  salt  solution  into  the  peritoneal  cavity.  After  the  injection  the  dog  inrnie- 
diately  became  very  sick  and  restless,  the  abdomen  became  distended,  and  appar- 
ently there  was  considerable  pain.  The  animal  was  killed  two  hours  after  the 
injection,  as  it  was  almost  dead.  Blood  was  obtained  from  the  hepatic  vein  and 
from  the  heart  Considerable  peritoneal  exudate  was  present,  and  this  was  also 
tested.  Table  IV  shows  the  activity  of  the  serum  esterase  before  and  after  the 
injection  of  sodium  citrate.    The  controls  have  been  subtracted. 


TABLE  IV. 

Amoontof 

serum. 

Resulu 

cc. 

Time 

cc.NlrooNaOH 

I 

Before  injection 

0.8 

I 

(Heart)  2  hours  after  injection  (dead) 

I.O 

I 

(Liver)      "      "        " 

M 

I 

Peritoneal  exudate 

04 

In  both  instances  toxic  symptoms  were  observed  and  a  definite 
though  slight  rise  in  serum  esterase  followed.  This  rise  may  have 
been  due  either  to  the  presence  of  the  citrate  in  the  serum,  or  to 
mobilization  of  the  ferment  as  a  result  6i  the  injury  to  the  cells  of 
the  body. 
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CONCLUSIONS. 

1.  Potassium  citrate,  potassium  oxalate,  and  calcium  lactate  accel- 
erate the  action  of  tissue  and  serum  esterases. 

2.  Intravenous  and  intraperitoneal  injections  of  large  amounts  of 
sodium  citrate  do  not  cause  a  definite  increase  in  the  activity  of  the 
serum  esterase. 

BIBLIOGRAPHY. 

1.  Jobling,  J.  W.,  and  Petersen,  W.,  Jour.  Exper.  Med.,  1914,  xix,  459 ;  xx,  45Z 

2.  Biondi,  C,  Virchows  Arch.  f.  path.  Anat.,  1896,  cxliv,  373. 

3.  Magnus,  R.,  Ztschr.  f.  physiol.  Chem.,  1904,  xlii,  150. 

4.  Loevenhart,  A.  S.,  and  Souder,  C.  G.,  Jour.  Biol.  Chem.,  1906-07,  ii,  415. 

Loevenhart,  A.  S.,  ibid.,  p.  427. 

5.  von  Hess,  C.  L.,  Jour.  Biol.  Chem.,  1911-12,  x,  381. 

6.  Falk,  K.  G.,  Jour.  Am.  Chem.  Soc,  1913,  xxxv,  601. 

7.  Whipple,  G,  H.,  Peightal,  T.  C,  and  Clark,  A.  H.,  Bull.  Johns  Hopkins  Hosp., 

1913,  xxiv,  343. 

8.  Quinan,  C,  Jour.  Med.  Research,  191 5,  xxxii,  73. 


Digitized  by 


Google 


THE  RELATION  OF  SERUM  ESTERASE  TO  LIVER 
DESTRUCTION. 

Studies  on  Ferment  Action.    XXIX. 

By  JAMES  W.  JOBLING,  M.D..  A.  A.  EGGSTEIN,  M.D.,  and 
WILLIAM  PETERSEN,  M.D. 

(From  the  Department  of  Pathology,  Medical  Department,  Vanderhilt  Unwef' 

sity,  Nashville.) 

(Received  for  publication,  July  3,  1915.) 

The  variations  of  esterase  in  the  blood  of  animals  which  have  been  poisoned 
by  phosphorus  or  chloroform  have  been  studied  by  Whipple  (i),  von  Hess  (2), 
and  Loevenhart  (3).  Whipple  observed  that  the  esterase  is  increased  in  strength 
in  destructive  conditions  of  the  liver,  the  degree  of  increase  bearing  a  definite 
relation  to  the  extensiveness  of  the  process.  He  concludes  that  the  increase 
is  due  to  the  liberation  of  the  ferment  from  the  liver  cells  which  are  under- 
going disintegration.  In  certain  of  his  experiments  he  tied  the  larger  vessels  of 
the  liver,  but  still  observed  the  increase  in  the  general  circulation.  He  explains 
these  results  by  assuming  the  presence  of  collateral  vessels  which  carry  the  fer- 
ment to  the  general  circulation.  Just  about  the  time  our  experiments  were  com- 
pleted an  article  appeared  by  Quinan  (4)  in  which  he  reports  the  results  of  his 
study  of  tissues  of  healthy  dogs  and  dogs  poisoned  with  phosphorus  and  chloro- 
form. He  found  that  in  the  poisoned  animals  the  esterase  content  of  the  liver 
cells  was  decreased  27  to  38  per  cent,  while  kidney  and  muscle  tissue  showed  a 
corresponding  increase.  He  concludes  that  the  tissues  containing  the  largest 
amount  of  esterase  must  be  the  ones  which  furnish  the  excess  ferment  in  the 
senmi  in  chloroform  and  phosphorus  poisoning. 

Technique. 
The  work  was  conducted  with  blood  obtained  from  various  sources 
from  animals  poisoned  with  chloroform  and  phosphorus.  In  each 
instance  blood  was  drawn  from  the  ear  of  the  dog  about  one  hour 
before  the  chloroform  or  phosphorus  was  administered.  This  blood 
was  assumed  to  represent  the  normal  esterase  strength  of  that  par- 
ticular animal.  In  some  animals  other  tests  were  made  on  the  same 
day,  but  more  frequently  a  test  was  made  on  each  subsequent  day 
until  the  animal  died  or  was  killed.  The  animals  were  anesthetized 
on  the  day  the  serum  esterase  reached  its  maximum  strength,  and 
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blood  was  drawn  from  the  portal  and  hepatic  veins,  the  inferior  vena 
cava  below  and  above  the  entrance  of  the  hepatic  vein,  and  from  the 
heart.  This  procedure  was  adopted  in  order  to  get  the  blood  from 
the  liver  when  presumably  it  would  contain  the  most  esterase.  At 
this  time  the  hepatic  blood  should  contain  an  amount  much  larger 
than  that  present  in  the  general  circulation  owing  to  its  subsequent 
dilution. 

The  chloroform  was  given  subcutaneously  in  olive  oil  to  dogs  in 
the  proportion  of  2  cc.  of  chloroform  for  each  1,000  gm.  The  phos- 
phorus oil  was  given  in  2  cc.  doses  on  two  successive  days.  The 
degree  of  fatty  degeneration  of  the  livers  varied;  in  some  it  was 
very  marked,  in  others  slight. 

The  livers  were  ground  up  in  a  meat  machine,  weighed,  and  ex- 
tracted with  glycerine  for  seventy-two  hours  in  the  incubator.  The 
mass  was  then  diluted  with  two  volumes  of  water  and  filtered  until 
clear.  The  clear  filtrate  was  saturated  with  ammonium  sulphate, 
and  the  precipitate  redissolved  and  reprecipitated  several  times.  It 
was  finally  dissolved  in  a  small  amount  of  water,  dialyzed  free  from 
ammonium  sulphate,  and  its  esterase  activity  determined.  The  ester- 
ase activity  of  the  solutions  thus  prepared  is  represented  as  the 
activity  of  i  gram  of  the  original  tissue.  No  doubt  some  of  the 
ferment  is  lost  by  these  procedures,  but  the  loss  is  probably  about  the 
same  in  all.  In  any  case  the  differences  are  so  striking  that  our  in- 
terpretation can  hardly  be  wrong.  For  purposes  of  comparison  ex- 
tracts from  normal  livers  were  prepared  in  the  same  manner.  The 
technique  of  determining  the  esterase  strength  has  been  described  in 
a  previous  paper  (5). 

Esterase  Content  of  Normal  and  Injured  Liver  Tissue. 

Dog  I. — Normal.  Killed,  the  liver  removed,  and  treated  as  already  de- 
scribed. The  esterase  activity  of  i  gm.  of  liver  tissue  gave  an  acidity  equal  to 
1044  cc  of  N/ioo  NaOH  when  incubated  for  4  hours  with  neutral  ethyl  buty- 
rate.  A  number  of  normal  livers  have  been  examined  in  the  same  manner,  and 
while  the  results  were  not  the  same  in  all  cases,  the  esterase  activity  per  gm.  of 
weight  was  always  greatly  in  excess  of  that  obtained  with  the  livers  of  poisoned 
animals. 

Dog  2. — Received  3  cc.  of  phosphorus  oil  on  Apr.  3.  Animal  anesthetized 
Apr.  6.  The  liver  showed  marked  fatty  degeneration.  'The  esterase  activity 
per  gm.  of  weight  of  the  liver  was  equal  to  534  cc  N/ioo  NaOH. 
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Dog  S' — Received  lo  cc.  of  chloroform  in  olive  oil  subcutaneously.  Animal 
anesthetized  the  following  day.  The  liver  showed  marked  fatty  degeneration. 
The  esterase  activity  per  gm.  of  weight  was  equal  to  39  cc  N/ioo  NaOH. 

As  will  be  seen  from  the  above  experiments,  which  are  merely 
examples  of  others,  the  esterase  activity  of  normal  liver  tissue  gave 
an  acidity  equal  to  104.4  cc.  N/ioo  NaOH,  the  phosphorus  liver 
53.4  cc,  and  the  chloroform  liver  39  cc.  In  other  words,  the  ester- 
ase activity  of  normal  liver  tissue  is  two  to  three  times  greater  than 
that  from  liver  tissue  obtained  from  animals  poisoned  with  phos- 
phorus or  chloroform.     This  confirms  the  observations  of  Quinan. 

Changes  in  Serum  Esterase. 
Dog  2g. — Weight  6  kilos.  Inoculated  subcutaneously  daily  for  three  days 
beginning  Mar.  18,  191 5,  with  i  cc.  of  oil  of  phosphorus.  It  was  anesthetized 
the  day  following  the  last  dose,  and  blood  drawn  from  the  portal  vein,  the 
hepatic  vein,  the  inferior  vena  cava,  and  from  the  heart.  Table  I  gives  the 
esterase  activity  of  the  specimens  of  blood. 

TABLE  I. 

Esterase  activity. 
Source  of  blood.  cc.  Nl/oo  NaOH 

Heart  3.7 

Portal  vein  4.8 

Inferior  vena  cava  4.7 

Hepatic  vein  3.3 

In  this  dog  the  destruction  of  liver  tissue  was  not  very  marked, 

and  there  was  but  little  increase  in  the  activity  of  the  serum  esterase. 

However,  even  here,  with  a  slight  degree  of  liver  destruction,  the 

esterase  action  of  the  blood  from  the  hepatic  vein  was  less  than  that 

obtained  from  other  sources.     The  blood  from  the  portal  vein  and 

inferior  vena  cava  was  most  active. 

Dog  4g. — Weight  7.3  kilos.  Inoculated  daily  for  three  days  beginning  Mar. 
29,  1915,  with  I  cc  of  phosphorus  oil.  It  was  anesthetized  the  day  after  the  last 
dose  was  given,  and  blood  was  obtained  from  the  portal  vein,  hepatic  vein,  infe- 
rior vena  cava,  and  the  heart.  The  liver  showed  a  mild  degree  of  fatty  degen- 
eration.   Table  II  gives  the  esterase  activity  of  the  blood. 


TABLE  II. 

Source  of  blood. 

Esterase  activity. 
ccNltooNaOH 

Heart 

24 

Portal  vein 

Lost. 

Inferior  vena 

cava 

2.6 

Hepatic  vein 

2.0 
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Here,  also,  the  esterase  activity  of  the  blood  obtained  from  the 
hepatic  vein  is  less  than  that  present  in  the  blood  from  other  sources. 

Dog  59. — Weight  6.3  kilos.  Inoculated  subcutaneously  daily  for  three  days 
beginning  Apr.  3,  191 5,  with  i  cc.  of  phosphorus  oil  The  animal  was  anesthet- 
ized the  day  following  the  last  dose.  The  liver  showed  marked  fatty  degenera- 
tion.   Table  III  gives  the  esterase  activity  of  the  diflFerent  specimens  of  blood. 

TABLE  III. 

Esterase  activity. 
Source  of  blood.  cc-  Njioo  NaOH 

Heart  19.0 

Portal  vein  21.0 

Inferior  vena  cava,  below  liver  16.5 

"     above     "  15.5 

Hepatic  vein  14.0 

This  animal,  with  extensive  liver  changes,  shows  a  very  high 
esterase  action  of  the  serum.  This  is  particularly  evident  in  the 
portal  blood,  while  the  least  active  is  the  blood  from  the  hepatic  vein. 
This  decrease  in  the  activity  of  the  blood  from  the  hepatic  vein  is 
interesting  as  it  is  less  than  either  the  portal  or  arterial  blood,  and 
suggests  the  possibility  of  the  esterase  being  adsorbed  or  destroyed 
as  it  passes  through  the  liver. 

Dog  60. — ^Weight  6.2  kilos.  Inoculated  subcutaneously  on  Apr.  5,  191 5,  with 
2  cc.  of  phosphorus  oil,  and  on  Apr.  6  with  i  cc  The  animal  was  anesthetized 
on  the  day  following  the  last  dose.  The  liver  presented  a  high  degree  of  fatty 
degeneration.  Table  IV  gives  the  esterase  activity  of  the  blood  from  different 
sources. 

TABLE  IV. 

Esterase  activity. 
Source  of  blood.  cc.  Nl/oo  Na  OH 

Heart  7.3 

Pprtal  vein  7.3 

Inferior  vena  cava  8.1 

Hepatic  vein  6.1 

Here,  also,  the  blood  from  the  hepatic  vein  was  less  active.  In 
this  case  the  blood  from  the  inferior  vena  cava  was  more  active  than 
that  from  the  portal  vein. 

Dog  64. — Weight  3.5  kilos.  Inoculated  subcutaneously  Apr.  15,  1915  at  9  a. 
m.,  with  10  cc  of  chloroform  in  olive  oil.  The  animal  was  anesthetized  the  fol- 
lowing day.  The  serum  of  the  animal  obtained  before  the  inoculation  gave  an 
acidity  with  ethyl  butyrate  of  0.4  cc  N/ioo  NaOH  after  4  hours'  incubation, 
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while  that  obtained  at  4  p.  m.  of  the  same  day  gave  an  acidity  equal  to  12.4  cc 
Table  V  gives  the  esterase  activity  of  the  blood. 


TABLE  V. 

Esterase  activity. 

Source  of  blood. 

cc.  Nj/00  NaOH 

Heart 

18.6 

Portal  vein 

16.3 

Inferior  vena  cava,  below  liver 

197 

"        "     above     " 

17.3 

Hepatic  vein 

16.3 

This  animal  had  extensive  fatty  degeneration  of  the  liver  and  the 
serum  had  a  high  esterase  content.  There  was  a  general  rise  in 
esterase  action  tmtil  the  animal  was  killed.  In  seven  hours  it  in- 
creased from  0.3  to  12.4  cc,  with  a  further  increase  of  6.6  cc,  during 
the  next  sixteen  hours.  Here  again  the  esterase  activity  of  the 
blood  from  the  hepatic  vein  is  low,  but  it  is  just  as  strong  as  that 
from  the  portal  vein.  The  blood  from  the  inferior  vena  cava  is  the 
most  active. 

DISCUSSION. 

Quinan's  results  (4)  show  that  in  chloroform  and  phosphorus 
poisoning  there  is  a  decrease  in  the  esterase  strength  of  the  liver 
cells,  while  it  is  increased  in  the  kidney  and  muscle  tissue.  He  does 
not  prove,  however,  that  the  increase  in  serum  esterase  may  not  be 
due  to  a  mobilization  of  the  ferment  from  the  disintegrating  liver 
cells.  The  decrease  of  ferment  in  the  liver  might  be  due  to  its  rapid 
mobilization. 

It  is  evident,  however,  from  the  results  of  the  experiments  just 
described,  that  the  increase  in  serum  esterase  in  animals  poisoned 
with  chloroform  or  phosphorus  cannot  be  due  to  a  mobilization  of 
the  ferment  owing  to  the  destruction  of  the  liver  cells.  If  this  were 
true  we  should  expect  to  find  the  esterase  strength  of  the  blood  from 
the  hepatic  vein  higher  than  that  from  other  portions  of  the  body, 
but  the  reverse  holds  true.  In  fact,  it  would  seem  that  the  injured 
liver  cells  actually  adsorb  or  destroy  some  of  the  excess  esterase,  as 
the  blood  from  the  hepatic  vein  contains  less  than  is  found  elsewhere. 
The  fact  that  the  excess  serum  esterase  in  these  conditions  is  not 
derived  from  the  degenerating  liver  cells  affords  a  rational  explana- 
tion of  the  results  obtained  by  Whipple  (i)  in  Eck  fistula  dogs, 
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where  the  hepatic  artery,  with  all  its  branches,  has  been  ligated. 
This  author  found  that  the  serum  esterases  were  increased  in  all 
conditions  accompanied  with  destruction  of  liver  cells.  If  this  holds 
true,  we  must  assume  either  that  the  agent  causing  the  destruction  of 
the  liver  cells  causes  also  a  mobilization  of  the  ferment  from  other 
sources,  or  that  the  products  of  the  disintegration  of  the  liver  cells 
enter  the  general  circulation  and  bring  about  this  mobilization.  This 
view  is  confirmed  by  the  results  of  some  of  the  experiments  reported 
in  our  work  on  the  effects  of  the  intravenous  injection  of  protein 
cleavage  products,  where  we  found  that  the  serum  esterase  activity 
was  greatly  increased.  In  Whipple's  experiments  it  is  probable  that 
the  products  of  cell  disintegration  are  removed  by  the  lymphatics, 
and  in  this  way  get  into  the  general  circulation.  Quinan  has  shown 
that  in  these  conditions  the  esterases  are  increased  in  the  kidneys 
and  muscles,  and  so  it  is  possible  that  they  are  derived  from  these 
tissues,  but  in  several  of  our  experiments  we  observed  the  highest 
esterase  action  in  the  portal  blood,  so  this  source  must  also  be  con- 
sidered. 

CONCLUSIONS. 

1.  Liver  tissue  showing  fatty  degeneration  obtained  from  animals 
poisoned  with  phosphorus  or  chloroform  contains  a  decreased 
amount  of  esterase. 

2.  The  serum  of  animals  poisoned  with  phosphorus  or  chloroform 
has  a  high  esterase  activity. 

3.  The  increased  amount  of  esterase  in  the  serum  is  not  derived 
from  the  disintegrating  liver  cells  as  the  esterase  in  the  blood  of  the 
hepatic  vein  is  less  than  that  foimd  elsewhere. 
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FURTHER  INVESTIGATIONS  ON  THE  ORIGIN  OF 
TUMORS  IN  MICE. 

II.    Tumor  Incidence  and  Tumor  Age  in  Hybrids. 
By  a.  E.  C.  LATHROP  and  LEO  LOEB,  M.D. 

(From  the  Department  of  Pathology  of  the  Barnard  Free  Skin  and  Cancer 

Hospital,  St.  Louis.) 

(Received  for  publication,  August  2,  1915.) 

We  wish  to  report  the  results  that  we  obtained  in  crossing  the 
strains  described  in  our  preceding  paper.^  We  used  some  of  the 
hybrids  thus  obtained  for  further  hybridization.  Soon  after  the 
beginning  of  our  studies  of  heredity  in  cancer  in  mice,  we  started 
experiments  in  hybridization  in  order  to  determine  whether  tendency 
to  a  high  or  a  low  tim>or  rate  prevails  in  the  offspring  of  two  par- 
ents, one  of  which  had  a  high,  while  the  other  had  a  low  tumor  rate; 
or,  to  state  it  differently,  whether  a  tendency  to  develop  cancer  is  a 
dominant  or  recessive  character.^  We  referred  to  these  experiments 
briefly  in  a  former  publication.^  We  stated  that  in  mating  a  cer- 
tain strain  rich  in  tumors  with  a  strain  very  poor  in  tumors  we  ob- 
tained hybrids  which  have  so  far  been  rich  in  tumors.  In  this  case 
the  male,  which  is  itself  not  liable  to  have  tumors,  transmits  the 
liability  to  have  tumors  to  the  daughters.  We  mentioned  another 
strain  rich  in  tumors  which  if  mated  to  a  strain  poor  in  tumors  pro- 
duced hybrids  rich  in  tumors.  We  stated  that  we  intended  to  collect 
further  data  before  arriving  at  a  definite  conclusion.  We  can  now 
on  the  basis  of  a  large  number  of  experiments  confirm  our  previous 
preliminary  conclusion  that  the  higher  tumor  rate  may  be  dominant 
in  crosses.     But  we  found  that  the  result  of  hybridization  varies  in 

1  Lathrop,  A.  E.  C,  and  Loeb,  L.,  Jour.  Exper.  Med.,  1915,  xxii,  646. 

2 We  use  the  terms  "dominant,"  "recessive,"  and  "unit  factor"  at  present 
merely  as  convenient  means  of  expression,  without  implying  by  the  use  of  these 
terms  the  adoption  of  further  going  hypotheses  concerning  the  mechanism  of 
heredity  in  cancer. 

«  Lathrop,  A.  E.  C,  and  Loeb,  L.,  Proc.  Soc.  Exper.  Biol,  and  Med.,  1913,  xi,  34. 
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different  crosses.  We  again  gave  special  attention  to  the  inher- 
itance of  the  tumor  age.  Yet  while  the  material  on  which  our 
further  conclusions  are  based  is  large,  we  repeat  what  we  said  in 
the  preceding  paper,  that  we  are  still  continuing  our  experiments  and 
that  we  are  ready  to  modify  our  conclusions  whenever  our  further 
work  should  fail  to  confirm  our  first  results.  We  lay  special  stress 
on  communicating  the  observations  as  such  and  regard  some  of  our 
conclusions  as  only  tentative.  We  take  this  attitude  especially  as  we 
were  often  obliged,  through  lack  of  sufficient  funds  in  this  work, 
to  direct  the  breeding  in  such  a  way  that  simultaneously  with  our 
scientific  aims  economic  needs  were  satisfied.  Otherwise  the  ex- 
periments could  not  have  been  completed. 

Hybrids  Produced. 

European  +  102  and  103 :  16%  (16%  )  +  30%  (38%  ).  I  age  class  +  II  age 
class.* 

Hybrids :  total  21  %  (25% ).  Mixture  of  IQ2  and  103 :  22%  (26%),  29%  (32% ), 
29%  (33%).  European +  102:  14%  (18%),  17%  (21%).  European  +  103 :  10%. 
IV  age  class. 

The  European  mice  were  imported.  102  and  103  were  the  offspring  of  an  old 
male,  the  son  of  a  tumor  mouse,  and  plum-silver  females  which  had  mixed 
origin  and  gave  origin  to  the  No.  8  strain.  The  old  male  was  later  mated  to  his 
daughters  (among  them  102  and  103)  and  their  offspring  constituted  the  8J4 
strain.  102  and  103  after  having  been  mated  to  the  European  had  young  ones 
at  the  same  time  and  their  offspring  could  only  be  partly  distinguished  as  to 
whether  102  or  103  was  the  mother  of  a  certain  mouse.    102  and  103  are  there- 

*  Before  discussing  in  each  case  the  result  of  the  hybridization,  we  mention 
the  two  parent  strains  which  entered  into  the  cross;  the  male  parent  is  named 
first,  then  the  female  parent.  In  the  case  of  the  first  group  mentioned  the  Euro- 
pean was  the  male  and  102  or  103  the  female  parent.  Then  follows  the  tumor 
rate  of  the  father,  16%  (including  all  age  classes),  and  the  tumor  rate  of  the 
II  and  III  age  classes  only,  in  brackets  (16%)  of  the  father  strain;  in  the  case 
of  the  mother  strain  the  figures  are  30%  for  all  age  classes  and  38%  for  the 
II  and  III  age  class.  Then  follows  the  age  class  of  the  father  strain:  I  age 
class;  and  of  the  mother  strain:  II  age  class.  In  giving  the  tumor  rate  of  the 
hybrids  the  figure  for  the  second  and  third  age  class  follows  again  in  brackets. 
The  age  class  of  the  hybrids  is  given  last  In  the  case  of  the  first  hybrid  group 
several  figures  are  given  for  the  tumor  rate  of  the  hybrids;  in  some  of  the 
offspring  102,  in  others  103  was  the  mother,  in  still  others  the  offspring  of  102 
and  103  were  mixed.  The  lists  of  the  mice  with  and  without  tumors  in  the  dif- 
ferent generations  and  in  different  age  classes  are  arranged  in  the  same  way 
as  in  the  preceding  paper  (Lathrop  and  Loeb,  Jour,  Exper.  Med.,  he.  cit.).  On 
the  left  side  of  the  page  are  the  mice  without,  on  the  right  side  the  mice  with 
tumors;  the  Roman  figures  signify  the  age  classes. 
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fore  essentially  of  a  similar  character  to  the  No.  8  and  No.  Syi  strain.  Altogether 
a  record  was  kept  of  146  mice  of  this  strain.  The  variations  among  the  di£Ferent 
strains  and  different  families  are  relatively  small.  The  tumor  rate  throughout 
is  low,  on  the  whole  similar  to  European,  or  intermediate  between  the  European 
and  No.  8.  The  tumors  appear  late,  and  belong  to  the  IV  age  class.  They  herein 
differ  from  their  parents,  where  the  tumors  appeared  early ;  namely,  in  the  I  and 
II  age  class.  Both  parents  of  these  hybrids  had  a  low  or  medium  tumor  rate, 
and  the  tumor  rate  of  the  hybrids  agrees  with  that  of  the  parents.  In  several 
cases  these  hybrids  were  used  for  further  hybridizations. 

(a)  (European  + 102)    Ft +  8^   F4:i4%    (18%),   17%    (21%) +  17%    (19%). 

IV  +  II  age  class. 
In  this  case  both  parents  had  a  similar,  low  tumor  rate;  the  tumor  rate  of 
the  hybrids  is  the  same  as  that  of  the  parents,  16%  (18%).  The  tumors  appear 
late,  the  fourth  is  dominant  over  the  second  age  class.  Five  generations  of  these 
hybrids  were  observed,  and  the  results  in  all  agreed  with  each  other  in  regard 
to  tumor  rate  as  well  as  to  tumor  age. 

Without  tumors.  With  tumors. 

F,  26  (3  I    8  II    15  III)  5  (2  I    3  III) 

84%   (12%  I    31%  n    57%  HI)  16%   (40%  I    60%  III) 

F,  96  (18  I    26  II    52  III)  26  (2  I    7  II    17  HI) 

79%  (17%  I    27%  II    56%  III)  21%   (8%  I    27%  II    6s%  III) 

F,  210  (49  I    66  II    95  III)  40  (4  I    II  II    25  III) 

84%   (23%  I    31%  II    46%  III)  16%  (10%  I    27%  II    63%  III) 

F,  47  (19  I    9  II    19  III)  3  (3  III) 

94%  (40'/^%  I     19%  II    40H%III)  6%   (100%  III) 

F,  16  (II  I    3  II    2  III)  3  (I  II    2  III) 

84%   (70%  I    18%  II    12%  III)  16%   (34%  II    66%  III) 

Total:  396  (loi  I    112  II    183  III)  77(8  1    19  H    SO  HI) 

84%  (25%  I    28%  II    47%  III)  16%    (10%  I    25%  II    65%  III) 

11  + III  82%  11  + III  18% 

(b)  loi  (English)  +  (European  +  103)  :  71  %  (72%  )  +  10%  or  total  21  %  (25% ). 

I  age  class  +  IV  age  class. 
In  this  case  males  from  a  strain  rich  in  tumors  (loi  English)  were  mated  to 
females  from  a  strain  poor  in  tumors  (European  + 103).  In  the  strain  of  the 
father  the  tumors  appeared  early,  in  the  strain  of  the  mother  late.  In  the 
hybrids  the  tumor  rate  is  intermediate,  34%  (46%).  The  tumors  in  the  oflFspring 
belong  to  the  IV  age  class ;  the  late  appearance  of  the  tumors  seems  again  to  be 
dominant.  The  hybrid  mice  were  observed  through  three  generations  and  the 
results  in  the  various  generations  agreed  well,  on  the  whole.  The  figures  for 
the  sum  of  all  the  generations  are  as  follows : 

Without  tumors.  With  tumors. 

lOI    (49  I     25  II     27  III)      .  51   (61  I     27  II     18  III) 

66%   (49%  I    25%   II    26%  III)  34%   (12%  I    52%  II    36%  III) 

11  + III  54%     III  60%  11  + III  46%     III  40% 

(c)  London  +  (European  +  103)   F, :  28%    (27%)  +  10%    (European  +  103)   or 

+  21%    (25%)   European +  102  and  103   (total).    II  age  class  +  IV  age 
class. 
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The  parents  have  here  a  low  or  medium  low  tumor  rate.  In  the  father  the 
tumors  belonged  to  the  II,  in  the  mother  to  the  IV  age  class.  In  the  hybrids 
the  tumor  rate  is  low  (5%),  even  slightly  lower  than  in  the  mother.  The  tumors 
appear  late. 

The  total  figures  are: 

Without  tumors.  With  tumors. 

74  (12  I    31  n    31  III)  4  (2  II    2  III) 

95%  (i6%  I    42%  II    42%  HI)  5%  (50%  II    50%  HI) 

The  IV  age  class  is  again  dominant 
(d)   (European  +  103)  F,  +  III  daughter  of  No.  10  :  10%  or  total  21%   (25%) 
+  ?30%   (38%).    IV  age  class  +  ?II  age  class. 

In  order  to  understand  the  character  of  these  and  the  following  hybrids,  it 
will  be  necessary  to  state  the  character  of  the  family  of  No.  10.  No.  10  was  a 
female  mouse  which  was  found  to  have  a  tumor  on  Sept  8,  1910.  She  belonged 
probably  to  the  No.  8  strain.  She  was  in  all  probability  mated  to  a  male  from 
the  No.  8  strain.  Sept.  10,  1910,  she  gave  birth  to  three  daughters,  which  are 
designated  as  follows:  I  (Nov.  3d),  II  (Nov.  8th),  and  III.  The  third  daughter 
failed  to  grow  for  a  considerable  period  of  time,  but  later  grew  to  normal  size. 
Daughter  I  (Nov.  3d)  was  first  mated  to  a  European  male  151,  afterwards  to 
an  English  Silver  male,  and  last  to  a  Cream  male.  Daughter  II  (Nov.  8th) 
was  first  mated  to  the  same  European  male  151,  and  later  to  a  male  from  the 
No.  8J^  strain.  The  III  daughter  was  mated  to  a  son  of  European  + 103.  The 
European  151  was  later  crossed  with  females  of  No.  8  Fg.  These  various  crosses 
are  represented  in  Table  I. 

TABLE  I. 

No.  10  9  + No.  ?8c? 

151  European  J  ^ —     ^''^;^        __ 

mated  to:                    ^.^---'^^  \                            ■ — -^^ 

?  I  Nov.  3d  ?  II  Nov.  8th                   ?  Ill 

(a)  + 1  Nov.  3d  S        (a)  +  151  European  c?  (a)  +  151  European  i    (a)  +  (European  +  103)  Fi<J 
(b)+nNov.8th?    (b)+ English  Silver  <?    (b)+8Hc? 
(c)  +  No.  8  F,  ?          (c)  +  Cream  cf 

The  offspring  from  the  cross   (European  + 103)   F,  +  III  daughter  of  No. 

10  gave  a  tumor  rate  of  17%  (22%).  The  tumors  belonged  to  the  IV  age  class. 
The  tumor  rate  and  tumor  age  of  the  father  were  dominant  in  this  case.  About 
the  tumor  rate  of  the  No.  10  family  we  have  no  definite  knowledge,  although 
we  must  assume  that  the  I  and  II  daughters  had  a  very  high  tumor  rate. 

Without  tumors.  With  tumors. 

F.  8  (2  II    6  III)  o 

F,  94(351    22 II    37111)  II  (4 II    7  III) 

90%   (37%  I    23%  II    40%  III)  10%  (36%  II    64%  III) 

F,  38(151    1311    10  III)  17(31    7II    7111) 

69%  (39%  I    34%  II    27%  III)  31%  (18%  I    41%  II    41%  III) 

Total:  140  (50  I    3711    53  III)  28(31    nil    14 HI) 

83%  (36%  I    27%  II    37%  III)  17%  (11%  I    39%  11    50%  III) 

11  +  11178%     11179%  II +  11122%     III  21% 
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(e)  English  Sable  (son  of  Tumor  Mouse  198)  +  [(European  + 103)   Fj  +  III 
daughter  of  No.  10]  F, : 70%  (69% )  +  17%  (22%).    I  age  class  +  IV  age 
class. 
In  this  case  only  a  few  of  the  oflFspring  were  obtained,  but  the  tumor  rate  is 
high,  the  tumors  appear  late,  and  the  hybrids  belong  to  the  IV  age  class. 

Without  tumors.  With  tumors. 

F,  i(il)  5(311    2  III) 

83%  tumor  rate,  IV  age  class. 

Here  the  high  tumor  rate  of  the  English  Sable  male  was  doihinant  over  the  low 
tumor  rate  of  the  two  females  of  the  [  (European  +  103)  Fi  +  III  daughter  of 
No.  10]  F,  to  whom  they  were  mated.  The  latter  had  a  very  low  tumor  rate. 
On  the  other  hand,  it  is  probable  that  the  age  class  (IV)  of  the  females  pre- 
vailed over  the  age  class  of  the  English  Sable  (I). 

Summary, — In  considering  these  six  crosses,  we  shall  distinguish 
tumor  rate  and  age  class.  In  two  hybrids  we  find  marked  diver- 
gence of  the  tumor  rate  in  the  two  parents;  namely,  101  +  (Euro- 
pean +  103)*  where  the  tumor  rate  was  intermediate,  and  English 
Sable  +  [(European  +  103)  Fj  +  HI  daughter  of  No.  10]  Fg. 
In  this  case  the  higher  iumor  rate  seemed  to  dominate.  In  the 
other  four  crosses  the  tumor  rates  of  the  parents  were  either  very 
similar  to  each  other  or  differed  not  very  markedly.  In  two  of 
these  cases  perhaps  the  lower  tumor  rate  dominated ;  in  the  two  other 
the  tumor  rate  of  the  offspring  was  similar  to  that  of  the  parents. 
In  the  case  of  the  age  classes,  on  the  othtr  hand,  the  higlier  age  class 
(later  tumors)  dominated  in  all  cases,  livery  time  the  presence  of 
the  combination  European  +  102  or  103  called  forth  the  IV  age 
class,  independently  of  the  behavior  of  the  tumor  rate  in  the  hybrids. 
This  was  already  noticeable  in  the  first  cross :  European  +  102,  103. 
The  age  class  was  here  higher  than  in  either  of  the  parent  strains. 
It  appears,  therefore,  that  the  age  classes  are  determined  by  unit  fac- 
tors different  from  those  determining  tumor  rate,  and  that  dominance 
of  the  higher  tumor  rate  may  be  combined  with  dominance  of  the 
higher  age  class  (lateness  of  tumors). 

(a)  151  (European)  +  No.  8  F,:i6%  (16%)  (?)+3o%  (38%).  I  age  class 
(  ?)  +  II  age  class. 
The  hybrids  had  a  tumor  rate  similar  to  No.  8:  30%  (34%).  The  age  class 
is  likewise  that  of  No.  8;  vis.,  II.  The  tumors  appear,  however,  slightly  earlier 
than  corresponds  to  Age  Class  II.  Four  generations  were  observed  which  agreed 
fairly  well. 
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Without  tumors.  With  tumors. 

Total:  88  (31 1    19 H    38 HI)  37(81    20 II    9 HI) 

70%  (35%  I    22%  II    43%  HI)  30%  (22%  I    54%  II    24%  HI) 

11  +  11166%     11187%  11  +  11134%     11119% 

(b)  151  (European)  +1  daughter  of  No.  10  (Nov.  3(i)  :  16%  (16%)  (?)  +high 

tumor  rate.  I  age  class  (?)  +11  or  III  age  class  (?). 
The  hybrids  show  a  tumor  rate  of  72%  (81%)  ;  they  belong  to  the  II  age 
class.  We  may  assume  that  daughters  I  and  II  of  No.  10  had  the  tendency  to 
a  high  tumor  rate  and  that  it  was  dominant  over  the  lower  tumor  rate  of  Euro- 
pean. However,  there  is  not  combined  with  the  high  tumor  rate  an  early 
appearance  of  the  tumors ;  they  belong  to  the  II  age  class.  The  figures  for  these 
hybrids  were  given  in  our  preceding  paper.** 

(c)  [151   (European)  + 1  daughter  of  No.  10  Nov.  3d]  +ioi:F,  72%    (81%) 

+  71%   (72%).    II  age  class  +  I  age  class. 
In  this  class  both  parents  have  a  high  tumor  rate,  and  the  hybrids  have  also 
a  high  tumor  rate  (55%),  although  not  quite  as  high  as  the  parents.    This  slight 
decrease  in  the  tumor  rate  of  the  hybrids  may  be  accidental,  due  to  the  rela- 
tively small  number  of  observed  mice.    The  tumors  belong  to  the  I  age  class. 

Without  tumors.  With  tumors. 

12(81     2 II     2  III)  IS  (10 1     511) 

45%  (66%  I    17%  II    17%  III)  55%  (66%%  I    33%%  H) 

Four  generations  were  observed.  The  results  in  the  various  generations  agreed. 

(d)  151   (European)  +11  daughter  of  No.  10  (Nov.  8th)  :  16%    (16%)    (?)  + 

high  tumor  rate.  I  age  class  (?)  +11  or  III  age  class  (?). 
The  II  daughter  of  No.  10  had  probably  a  similar  tendency  to  a  high  tumor 
rate  as  the  I  daughter.  The  hybrids  have  here  again  a  high  tumor  rate,  but 
their  rate  is  not  quite  as  high  as  that  of  the  preceding  strain  of  hybrids,  the 
offspring  of  the  same  European  father  and  the  I  sister.  The  tumor  rate  of  the 
hybrids  was  65%   (69%),  the  tumors  belonged  to  the  II  age  class. 

Without  tumors.  With  tumors. 

F,  3(3l)  o 

F,  4(2l    2II)  3(2l     I  III) 

F,  24(81    14II    2III)  44(171    23II    4111) 

35%  (33%%  I    58%%  II    8%%  III)      65%  (39%  I    52%  II    9%  HI) 
F,  3(2l    I  III)  15  (I  I    10 II    4111) 

16%  (66%%  I    33%%  HI)  84%  (7%  I    (^7%  II    26%  III) 

Total:  34(151    16II    3111)  62(201    3311    9III) 

35%  (44%  I     47%  II     9%  HI)      65%  (32%  I    54%  11    14%  HI) 
11  +  11131%     IIl2S%  11  +  11169%     11175% 

The  same  European  male  and  two  sisters  produced  therefore  hybrids  with  a 
similar  tumor  rate  and  a  similar  age  class. 

(e)  English  Silver  + 1  daughter  of  No.  10  (Nov.  3d)  :7%  +  ?  high  tumor  rate. 

I  age  class  +  ?II  age  class. 

*  Lathrop  and  Loeb,  Jour,  Exper.  Med.,  he.  eit 
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After  the  I  daughter  of  No.  lo  had  been  mated  to  European  151,  she  was 
mated  to  an  English  Silver  male  with  a  very  low  tumor  rate,  but  belonging  to 
an  early  age  class.  The  hybrids  have  a  tumor  rate  of  36%  (38%)  which  is 
much  higher  than  the  ttmior  rate  of  English  Silver  and  intermediate  between 
the  tumor  rate  of  the  English  Silver  and  the  tumor  rate  of  the  descendants  of 
this  female  and  the  European  151  male.  The  tumor  mice  belong  to  the  II  and 
not  to  the  I  age  class,  as  do  the  tumor  mice  of  the  English  Silver.  The  detailed 
figures  for  the  various  generations  of  these  hybrids  are  given  in  the  preceding 
paper.® 

(f)  English  Sable  +  (English  Silver  + 1  daughter  of  No.  10,  Nov.  3d): 70% 

(69%  )  +  36%  (38 %  ) .    I  age  class  +  II  age  class. 
Here  a  strain  with  high  tumor  rate  is  crossed  with  one  with  medium  tumor 
rate.    The  descendants  have  a  high  tumor  rate,  69%,  similar  to  the  strain  of  the 
father.    The  tumors  stand  probably  somewhat  between  the  I  and  II  age  class. 

Without  tumors.  With  tumors. 

5(41    III)  II  (5I    611) 

31%  (80%  I    20%  H)  69%  (45%  I    55%  11) 

The  high  tumor  rate  is  here  dominant 

(g)  Cream  + 1  daughter  of  No.  10  (Nov.  3d): 2%    (3%)+ high  tumor  rate. 

IV  age  class  +  ?II  or  III  age  class. 
The  hybrids  have  a  tumor  rate  of  36%  (38%).  The  tumors  belong  to  the 
IV  age  class.  Tumor  rate  of  the  hybrids  is  similar  to  the  tumor  rate  of  the 
English  Silver  + 1  daughter  of  No.  10  (Nov.  3d).  English  Silver  and  Cream 
have  a  similar  tumor  rate,  and  the  hybrids  also  have  a  similar  tumor  rate.  But 
while  the  tumors  of  the  English  Silver  belonged  to  the  first  age  class,  the  tumors 
of  the  Cream  belong  to  the  IV  age  class  and  correspondingly  the  tumors  of  the 
English  Silver  hybrids  belong  to  the  II  age  class,  and  the  tumors  of  the  Cream 
hybrids  belong  to  the  IV  age  class.  As  far  as  the  age  of  the  tumors  is  con- 
cerned, the  higher  class  (lateness  of  the  tumors)  is  dominant;  while  as  far  as 
the  tumor  incidence  is  concerned,  the  hybrids  show  an  intermediate  condition 
between  both  parents.  Neither  in  this  case  nor  in  the  case  of  the  English  Silver 
hybrids  with  the  I  daughter  of  No.  10  does  the  lower  tumor  rate  dominate. 
The  various  generations  of  this  hybrid  strain  agree  very  well  with  each  other. 

Without  tumors.  With  tumorsi. 

F,  13  (I  I    2 II    10  III)  5(5111) 

There  may  be  a  few  mice  of  the  F, 

generation  included. 

72%  (8%  I    15%  II    77%  III)  28%  (100%  III) 

F,  27(21    17 II    8  III)  13(31    711    3111) 

68%  (7%  I    64%  II    29%  III)  32%  (23%  I    56%  II    23%  III) 

F,  54  (II I    611    37111)  40(11    14 II    25  III) 

58%  (20%  I    11%  II    69%  III)  42%   (2^%  I    3SV2%  II    62%  III) 
F,  18(41    811    6  III)  4  (2 II    2  III) 

82%  C22%  I    44%  II    34%  HI)  18%  (50%  II    50%  III) 

Total:  112  (18 1    3311    61  III)  62(41    23 II    35111) 

64%  (16%  I    29%  II    55%  HI)      36%  (6%  I    37%  II    57%  III) 

11  +  11162%   m64%  11  +  11138%   11136% 

«  Lathrop  and  Loeb,  Jour.  Exper.  Med,,  loc,  cit. 
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(h)  No.  8^2  +  II  daughter  of  No.  lo  (Nov.  8th)  :  17%  (19%)  +  ?  high  tumor 
rate.  II  age  class  +  ?II  or  III  age  class. 
The  hybrids  show  here  a  high  tumor  rate,  similar  to  that  of  the  mother, 
possibly  slightly  lower:  49%  (50%).  The  tumors  belong  to  the  III  age  class. 
Here  again  it  seems  that  greater  tumor  incidence  and  lateness  of  the  tumors  arc 
dominant.    The  various  generations  were  as  follows: 

Without  tumors.  With  tumors. 

F.  2(ll     III)  o 

F,  5(iII     4  III)  2  (I  II     I  III) 

F,  27(41    10 II    13  III)  28(61    13 II    9  III) 

49%  (15%  I    36%  II    49%  III)  51%  (21%  I    47%  II    32%  III) 

F,  8(31    2 II    3  III)  10(511    5  III) 

44%  (37%  I    26%  II    37%  III)  56%  (50%  II    50%  III) 

Total:  42(81    14 II    20 III)  40(61    19 II    15 HI) 

51%  (19%  I    33%  II    48%  III)      49%   (15%  I    475^%  II    37^/2%  HI) 

11  +  11150%     11157%  11  +  11150%     11143% 

(i)  A  subgroup  of  this  strain  was  formed.  After  the  aged  8H  male  of  the  pre- 
ceding group  had  died,  the  II  daughter  of  No.  10  (Nov.  8th)  was  mated  with 
one  of  her  sons.  [8^  +  II  daughter  of  No.  10  (Nov.  8th)]  +  II  daughter 
of  No.  ID  (Nov.  8th)  :  49%  (50%  )  +  high  tumor  rate.  Ill  age  class  +  ?II 
or  III  age  class. 
Here  the  tumor  rate  is  somewhat  lower  than  in  the  preceding  strain ;  but  this 

is  mainly  due  to  the  greater  mortality  in  earlier  periods  of  life  in  mice  of  tfiis 

strain. 

Without  tumors.  With  tumors. 

Total:  46(191    19 II    8 III)  26(51    9 II    12 III) 

64%  (41%  I    41%  II     18%  III)  36%  (19%  I    35%  II    46%  III) 

11  +  11156%     11140%  11  +  11144%     III  60% 

Summary. — In  all  probability  there  was  in  no  instance  a  low 
tumor  incidence  dominant,  while  in  several  cases  a  high  tumor  rate 
was  dominant,  and  in  others  an  intermediate  tumor  rate  prevailed. 
It  is  almost  certain  that  the  I  and  II  daughters  of  No.  10  had  a 
tendency  to  a  high  tumor  rate,  and  we  may  assume  that  the  Euro- 
pean male  151  had  a  tendency  to  a  tumor  rate  perhaps  somewhat 
higher  than  the  average  European.  It  is  interesting  that  the  two 
daughters  of  No.  10  gave  with  the  English  Silver  and  Cream,  which 
had  both  very  low  tumor  rates,  a  lower  tumor  rate  than  with  Euro- 
pean, which  had  apparently  a  somewhat  higher  tumor  rate.  The 
high  tumor  rate  is  again  dominant  in  the  hybrids  between  English 
Sable  and  English  Silver  -f-  I  daughter  of  No.  10.     The  high  tumor 
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rate  is  also  dominant  or  almost  dominant  in  the  crosses  between  8J/2 
+  II  daughter  of  No.  10.  The  dominance  of  the  high  tumor  rate 
in  this  group  is,  however,  not  complete  in  each  case.  It  is  of  inter- 
est that  the  crosses  with  the  Cream  and  English  Silver  males,  in 
which  the  males  had  in  both  cases  very  low  and  similar  tumor  rates, 
showed  also  similar  tumor  rates,  and  that  these  tumor  rates  were 
lower  than  in  the  hybrids  between  either  8j4  or  European  with  the 

I  or  II  daughter  of  No.  10.  Again  the  age  class  of  tumors  ap- 
pears to  be  transmitted  to  hybrids  as  a  distinct  unit  factor  at  least 
partly  independent  of  the  tumor  rate,  and  the  lateness  of  tumors  may 
dominate,  when  at  the  same  time  a  high  tumor  rate  is  dominant.  We 
found  in  this  class  undoubted  instances  in  which  a  low  tumor  inci- 
den,ce  did  not  prevail. 

Hyhridizations  in  Which  the  Tumor  Incidence  of  the  Two  Parent 
Strains  Differed  Markedly. 

(a)  Grandson  of  Tumor  Mouse  121   (English  Tan) +3  Cream  females: 73% 

+  2%   (3%).    I  age  class  +  IV  age  class. 
The  Cream  mothers  were  without  tumors.    The  hybrids  had  a  tumor  rate 
intermediate  between  those  of  the  parent  strains;  tHs.,  42%    (41%).    The  age 
class  of  the  hybrids  was  also  intermediate ;  ins.,  II. 

Without  tumors.  With  tumors. 

F,  i(il)  5(31    2II) 

F,  27(121    911    6III)  17(51    711    5 HI) 

61%  (45%  I    33%  n    22%  III)  39%  (29%  I    42%  II    29%  III) 

F.  18  (2 1    nil    5111)  13(61    711) 

58%  (11%  I    61%  II    28%  III)  42%  (46%  I    54%  11) 

F*7(5l    2II)  4(2l    2II) 

64%  (71  %  I    29%  II)  36%  (50%  I    50%  II) 

Total:  53(20l    22II    11  III)  39(i6I    18II    5111) 

58%  (37%  I    42%  II    21%  III)       42%  (41%  I    46%  II    13%  HI) 

II  +  11159%     11169%  11  +  11141%     11131% 

In  this  case  the  father  that  does  not  have  a  tendency  to  tumors  influences 
the  tumor  rate  of  the  female  children. 

(b)  In  another  case  an  English  Sable  male  (No.  4444)  was  mated  to  Cream 

females.    English  Sable  +  Cream :  70  %    (69  %  )  +  2  %    (3  %  ) .    I  age  class 

+  IV  age  class. 
In  this  case  the  hybrids,  three  generations  of  which  were  observed,  were 
without  tumors.    Here  the  low  tumor  incidence  of  the  Cream  was  apparently 
dominant  over  the  high  tumor  incidence  of  the  English  Sable. 
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Without  tumors.  With  tumors. 

25(71    nil    7111)  O 

100%  (28%  I    44%  n    28%  III)  0% 

(c)  No.  8J4  + English  Sable:  17%   (19%) +70%   (69%).    II  age  class  + 1  age 

class. 
The  English  Sable  females  used  in  this  experiment  were  the  daughters  of 
the  male  No.  4444  used  in  the  preceding  experiment,  in  which  the  English  Sable 
was  mated  to  Cream  females.  The  hybrids  in  Experiment  (c)  had  a  tumor  rate 
of  61%  (60%)  ;  the  tumors  belonged  to  the  I  age  class.  The  high  tumor  inci- 
dence and  early  tumor  age  of  the  English  are  here  dominant 

(d)  European  +  English  Tan  (daughter  of  Tumor  Mouse  146,  granddaughter 

of  Tumor  Mouse  121)  :  16%  (16%  )  +  73%.    I  age  class  +  I  age  class. 
In  this  case  the  hybrids  have  a  tumor  rate  of  28%    (31%).    The  tumors 
belong  to  the  II  age  class.    The  low  tumor  incidence  of  the  European  seems  to 
be  dominant.    The  tumors  appear  later  than  in  the  English  strain.    In  this  case 
a  remarkable  decrease  in  the  tumor  rate  is  found  in  the  third  generation.    , 

Without  tumors.  With  tumors. 

Fi2(lII     I  III)  6  (I  I    3II    2111) 

25%  (50%  II    50%  III)  75%  (17%  I    50%  II    33%  HI) 

F,  2i(sl    nil    5 III)  12  (2 1    811    2 III) 

64%  (24%  I    52%  II    24%  III)  36%  (17%  I    66%  II    17%  III) 

F,  30(81    nil    II  III)  3  (2 II    I  III) 

91%  (26%  I    37%  II    37%  III)  9%  (66%  I    34%  H) 

Total :  53  (13 1    23 II    17  HI)  21  (3 1    13  H    5  HI) 

72%  (24%  I    43%  II    33%  III)      28%  (14%  I    62%  II    24%  III) 

11  +  11169%  11  +  11131% 

(e)  Michigan  Wild  +  English  loi  F, :(?)+  71  %  (72 % ) .     (?)  age  class  + 1  age 

class. 
In  this  experiment  a  male  gray  wild  mouse,  which  had  been  caught  in  Michi- 
gan, was  mated  with  English  loi  females.  Nothing  definite  is  known  about  the 
tumor  incidence  of  the  strain  to  which  the  gray  mouse  belonged;  there  are, 
however,  indications  that  the  tumor  incidence  of  wild  gray  mice  is  much  lower 
than  that  of  English  loi.  The  offspring  have  here  the  tumor  incidence  and 
tumor  age  of  the  English  loi.    Hybrids  58%  (70%).    I  age  class. 


Without  tumors. 

Vfith  tumon. 

F,4(il    3111) 

6  (I  I     5  HI) 

F.9(7l    2II) 

5  (I  I    2II    2111) 

F.6(4l    2II) 

14(71    711) 

F4  2(2l) 

4  (4 1) 

Total:  21  (14 1    411    3 HI) 

29(131    911    7111) 

42%  (67%  I    19%  11 

14%  m) 

s8%  (45%  I  31%  n  24% 

11  +  11130% 

11  +  11170% 

It  is  possible  that  as  a  result  of  some  accident  a  few  mice  of  the  first  genera- 
tion of  hybrids  were  the  offspring  of  hybrid  males  (Michigan  Wild  and  English 
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loi  F,)  Ft  and  the  English  mother:  (Michigan  Wild  +  English  loi  FO  F,+ 
English  loi  F,.  They  may,  therefore,  have  been  ^  instead  of  54  English.  But 
inasmuch  as  these  particular  females  had  no  offspring,  all  the  other  generations 
were  entirely  yi  English. 

(f)  Cream  +  European  2%  (3%) +16%  (16%).  IV  age  class  + 1  age  class. 
A  black  colored  Cream  male  was  mated  to  a  pure  European  female  (which 
became  later  Tumor  Mouse  No.  428).  While  No.  428  had  tumors  she  raised 
three  young  mice,  all  females  and  very  wild.  These  three  daughters  all  devel- 
oped tumors.  In  this  case  it  is  improbable  that  the  low  tumor  incidence  of  the 
Cream  was  dominant.  The  higher  rate  of  the  European  mother  which  herself 
had  a  tumor  was  evidently  dominant 

Summary, — By  combining  Cream  and  two  English  strains,  the 
tumor  rate  and  age  class  in  one  case  are  intermediate,  in  the  other 
case  the  low  tumor  incidence  of  Cream  is  dominant.  The  same  Eng- 
lish strain  mated  to  8J/2  is  dominant.  In  a  similar  way  the  I  daugh- 
ter of  No.  10  if  mated  to  Cream  gave  a  tumor  rate  similar  to  the 
intermediate  one  of  the  hybrids  (English  Tan  +  Cream),  while  the 
cross  of  the  I  daughter  of  No.  10  with  a  European,  or  of  the  II 
daughter  of  No.  10  with  8>4,  gave  a  high  tumor  rate.  In  a  cross 
between  European  and  English  Tan  the  lower  rate  of  the  European 
is  dominant,  the  tumors  appear  also  later,  while  in  a  cross  between 
Cream  and  European  and  probably  also  between  a  wild  gray  mouse 
and  loi  English,  the  higher  tumor  incidence  prevailed. 

Waltzer  Group, 

(a)  Waltzer -|- No.  8.  In  the  autumn  of  1909  a  pure  waltzing  mouse  was 
obtained  from  the  Harvard  Laboratory  of  Experimental  Psychology.  Tumors 
among  these  waltzing  mice  were  extremely  rare.  This  waltzing  mouse  was 
mated  to  a  female  of  a  Cream  strain,  with  yellow  color.^  The  offspring  of 
this  pair  were  black  and  did  not  waltz,  a  fact  in  accordance  with  the  recessive 
character  of  the  waltzing.  These  Fj  females  were  again  mated  to  a  pure  male 
Waltzer.  These  offspring  Fj  (^  Waltzer)  were  in  part  black,  some  were  spotted, 
none  were  waltzing.  The  females  of  F,  were  again  mated  to  a  pure  male 
Waltzer.  The  offspring  F.  (%  Waltzer)  were  spotted  black  and  white;  there 
were  no  yellow  mice  among  them ;  they  were  not  waltzing. 

An  F,  male  {%  Waltzer  and  ^  Cream)  was  mated  to  white  females  of  the 
No.  8  strain.  Their  offspring,  which  comprise'd  mainly  black  mice  or  black  mice 
with  very  little  white  are  the  first  generation  of  the  Waltzer  +  No.  8  hybrids. 
Mice  with  yellow  color  appeared  only  in  the  II  generation  of  the  hybrids.  These 
mice  were  propagated  through  six  generations ;  they  were  sensitive  and  died  early 
and  the  number  observed  is  therefore  not  great 

^  These  Creams  were  not  identical  with  the  Cream  strain  mentioned  in  the  pre- 
ceding paper  or  in  other  crosses,  but  they  were  equally  poor  in  tumors. 
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7A  Waltzer  H  Cream  +  No.  8:  i  to  5%   (?)  +30%  (38%).     (?)  age  class +  11 
age  class. 
The  hybrids  have  a  tumor  rate  of  31%    (33%).    The  tumors  appear  early. 
The  tumor  rate  of  No.  8  is  here  apparently  dominant 


Without  tumors. 
22  (12  I     411     6  III) 
69%  (55%  I    18%  II    27%  III) 
11  +  11167% 


With  tumors. 
10  (5 1    411     I  III) 
31%  (50%  I    40%  II    10%  III) 
II +  11133% 


(b)  (Waltzer  +  8)  +  English  loi  F,:  31%  (33%) +71%  (72%).  Early  tumor 
+ 1  age  class. 
A  male  of  the  preceding  group  was  mated  to  a  female  of  the  English  loi 
strain.  Only  a  small  number  of  the  offspring  were  observed,  but  the  indica- 
tions are  that  there  is  a  high  tumor  rate,  probably  a  higher  rate  than  in  the 
Waltzer  +  No.  8. 


Without  tumors. 
S(2l    311) 


With  tumors. 


4(111    3111) 


German  Group. 

In  a  number  of  crosses  the  German  strain  was  used  as  one  of  the  parent 
strains.  Owing  to  the  prevailing  infection,  the  number  of  German  mice  observed 
was  not  very  large,  but  the  indications  are  that  the  German  strain  is  fairly  rich 
in  tumors  and  that  the  tumors  belong  to  the  II  age  class. 

(a)  No.  8  +  German :  30%  (38%  )  +50%  (60%  ).  II  age  class  +  II  age  class. 
The  hybrids  show  a  tumor  rate  of  41  %  (41  %  ).  The  tumors  belong  to  the  II 
age  class.  The  tumor  rate  is  therefore  perhaps  somewhat  higher  than  that  of 
No.  8  and  not  quite  as  high  as  that  of  the  German  mice.  But  the  diflFercnce 
between  the  rates  of  the  two  parent  strains  is  not  great  enough  to  make  tiiese 
results  decisive.  The  age  class  is  the  same  as  that  of  the  parents.  The  tumor 
rate  in  the  second  generation  was  in  this  case  lower  than  that  of  the  following 
generations. 


Without  tumors. 

F,  31(21    14 II    15  III) 

84%  (6%  I    45%  II    49%  III) 
F,  83(271    24 II    32  III) 

S6%  (32%  I    29%  II    39%  III) 
F.  19  (Si    5  II    9III) 

49%  (26%  I    26%  II    48%  III) 
Fr-F,  11(61    3 II    2  III) 

52%  (55%  I    ^%  II    18%  III) 
Total :  144  (40 1    46 II    S8  III) 

59%  (28%  I    32%  II    40%  HI) 
II +  11159%    11168% 


With  tumors. 

6(411     2  III) 
16%  (66%  II    34%  III) 
64  (12  I    32  II    20  III) 
44%  (19%  I    50%  II    31%  HI) 
20(41    toll    6 III) 
51%  (20%  I    50%  II    30%  III) 
10(51    511) 
48%  (50%  I    50%  II) 
100  (21 1    51 II    28  III) 

41%  (21%  I    Si%II    28%  III) 
11  +  11141%    11132% 
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(b)  German  +  Carter:  50%    (60%) +39%    (35%).    H  age  class  + 1  age  class. 
In  our  preceding  paper  we  gave  the  tumor  rate  and  tumor  age  of  the  various 

generations  of  these  hybrids.  This  cross  represents  the  only  case  in  which  the 
tumor  rate  and  tumor  age  of  the  hybrids  did  not  resemble  that  of  either  both 
or  one  of  the  parents.  The  hybrids  had  a  tumor  rate  of  9%  (10%).  The 
tumors  belonged  to  the  IV  age  class. 

Without  tumors.  With  tumors. 

326(791  88 II  159111)  32(41  II  n  17  III) 

91%  (24%  I    27%  II    49%  III)  9%    (12/2%  I    39%  II    aBViX  III) 

The  result  in  this  case  is  difficult  to  explain.    We  may  have  had  accidentally 
to  deal  with  recessives  on  one  or  both  sides. 

(c)  English  Tan   (son  of  Tumor  Mouse  121)+ German  73% +50%    (60%). 

I  age  class  -\-  II  age  class. 
Both  parents  have  here  a  high  tumor  rate.    The  hybrids  have  also  a  high 
tumor  rate,  but  apparently  a  somewhat  lower  rate  than  the  English  Tan.    They 
belong  to  the  age  class  of  the  English  Tan  (I  age  class). 

Without  tumors.  With  tumors. 

20  (II  I     711     2  III)  19(101     711     2  III) 

51%  (55%  I    35%  n     10%  III)  49%  (52%  I    36%  II    12%  III) 

(d)  German  +  (German  +  English   Tan    143)    F,.    The   German    father   was 

mated  to  his  daughters. 
The  English  female  which  was  mated  to  the  German  was  Tumor  Mouse  143 : 
50%   (60%)  +  [50%   (60%)  +73%].    n  age  class  + 1  age  class. 

Without  tumors.  With  tumors. 

2  (2 1)  One  of  these  two  mice  died  at      5  (3  I    2 II) 

the  age  of  7  mos. 
A  strain  probably  rich  in  tumors  and  with  early  tumors. 

(e)  English  +  (8  +  German)  F4.    In  this  cross  two  English  males  were  used, 

one  belonging  to  the  substrain  English  A,  the  other  to  the  substrain 

English  Sable:  77%   (7i%)  and  63%    (74%) +41%    (41%).    Total  (8  + 

German)  or  51%  (53%)  ^  (8  + German)  F*.    I  age  class +  11  age  class. 

The  hybrids  have  a  tumor  rate  similar  to  that  of  the  English:  63%   (76%). 

The  tumors  belong  to  the  I  age  class.    The  crosses  with  both  males  gave  similar 

results. 

Without  tumors.  With  tumors. 

Total :  30  (22 1    7 II    I  III)  52  (27 1    25 II) 

37%  (74%  I    23%  II    3%ni)        63%  (52%  I    48%  II) 
II +  11124%  11  +  11176% 

In  this  strain  the  animals  died  young. 

(f)  German +  108.    108  was  a  white  mouse  of  old  Granby  stock.    She  was 

related  to  the  mice  from  which  the  father  of  the  No.  8  strain  was  derived. 
50%  (60%)  +  ?  low  tumor  rate.    II  age  class  +  (?)  age  class. 
In  this  case  the  hybrids  had  a  low  tumor  rate  (8%). 
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Without  tumor*.  With  tumon. 

22  (7I     10 II     SlII)  2  (I  I     I(?)) 

92%  (32%  I    45%  II    23%  III)  8% 

It  is  probable  that  the  low  tumor  rate  of  108  prevailed. 

(g)  German +  6  F4.    No.  6  was  a  strain  in  which  tumors  occurred,  but  were 

apparently  not  very  frequent,  probably  considerably  lower  than  in  the 

German  strain.    50%    (60%)  +  ?.    II  age  class +(?)    age  class. 

In  this  case  the  F,  and  F*  generations  of  the  hybrids  had  less  tumors  than 

the  Fi  and  F,  generations.    In  the  hybrids  the  tumor  rate  was  37%   (41%)  and 

the  tumors  stood  somewhere  between  the  II  and  III  age  class. 

Without  tumors.  With  tumors. 

33  (II I    10 II    12  III)  19(41    611    9  III) 

63%  (33%  I    30%  II    37%  III)  3''%(2i%I    32%  II    47%  III) 

11  +  11159%     11157%  11  +  11141%     11143% 

Summary. — If  (jerman  and  English  mice  are  crossed,  there  is  a 
high  tumor  rate  in  the  hybrids ;  both  parents  have  in  this  case  a  high 
tumor  rate  and  the  tumors  appear  on  the  whole  early.  In  crossing 
No.  8  with  (jerman,  the  crosses  seem  to  have  an  intermediate  tumor 
rate.  In  crossing  the  (No.  8  +  German)  with  English  the  high 
tumor  rate  of  the  English  prevails  and  the  tumors  are  early.  In 
crossing  German  with  108  a  very  low  tumor  rate  results.  It  is  prob- 
able that  108  belonged  to  a  family  poor  in  tumors  and  that  a  low 
tumor  rate  was  dominant.  The  tumor  rate  in  the  crosses  of  (jerman 
and  6  F4  is  apparently  intermediate  between  that  of  the  parents.  It 
seems  then  that  in  this  group  there  may  occur  a  dominance  of  the 
high  as  well  as  of  the  low  tumor  rate  and  an  intermediate  tumor  rate 
may  also  occur.  An  unusual  result  was  obtained  in  the  case  of  the 
German  +  Carter  in  which  the  tumor  rate  was  considerably  lower 
than  in  either  of  the  parents,  and  in  this  case  the  tumors  appeared 
also  much  later  than  in  the  parents.  This  is  the  only  case  in  which 
such  an  abnormality  was  observed  in  our  experiments. 

Summary  of  Table  II. — In  hybrids  in  which  the  English  are  one 
of  the  parent  strains,  the  high  tumor  rate  of  the  English  is  dominant 
in  the  majority  of  cases.  An  intermediate  tumor  rate  prevails  in 
hybrids  in  which  the  other  parent  has  a  very  marked  tendency  to 
low  tumor  rate  (Cream,  European  +  103  European)  or  where  the 
other  parent  has  a  medium  rate  {%  Waltzer  y%  Cream  +  No.  8). 
When  the  second  parent  has  a  very  low  tumor  rate  (Cream),  the 
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TABLE  IL 
Behavior  of  Various  Strains  in  Hybridisation  Experiments, 

English.  Tumor  rate.  Age  class. 

loi  +  (European  + 103)  di  il  L! 

English  Sable   (198)  +  [(103  + European)   Ft  + 

III  daughter  of  No.  10]  d, hi  L  ! 

(European  151  + 1  daughter  of  No.  10)  F,+  loi 

F,  dt  c!  h! 

English  Sable  d+  ( Silver + 1  daughter  of  No.  10)  h  !  i  (  ?) 

English  Tan  (121)+ Cream  (3  females)  i  !  i  1 

English  Sable  (4,444)  +  Cream  d  L  I 

8^  +  English  Sable  (4444)  d  d, h  I  h  I 

European  d  d,  +  English  Tan   (daughter  of  146, 

granddaughter  of  121)    L  (i)  !  <L! 

Michigan  Wild  +  loi  F,  d  d, h  (  ?)  h  ( ?) 

(}i  Waltzer  %  Cream  +  No.  8)  d,  +  loi  F,  . . . .  i  L  ? 

English  Tan  (121)  dffCJerman  d  L  h 

German -4-  (CJerman  +  English  Tan  143)  F,  d  d,.  h  h 

English  d  d,+ (8  +  Uerman)  F* hi  h  ! 

d  indicates  dominance  of  tumor  rate  of  a  parent  strain. 

di  indicates  dominance  of  age  class  of  a  parent  strain. 

c  indicates  tumor  rate  or  age  class  of  parents  which  is  similar. 

i  indicates  a  tumor  rate  or  age  class  intermediate  between  both  parents. 

L  indicates  the  tumor  rate  or  age  class  of  the  parent  with  lower  tumor  rate 
or  late  tumor  dominant 

h  indicates  the  tumor  rate  or  age  class  of  the  parent  with  the  higher  tumor 
rate  or  early  tumors  dominant 

!  indicates  fairly  definite  results. 

?  indicates  doubtful  results. 

<  indicates  that  tumors  in  a  cross  are  later  than  in  either  of  the  parent 
strains. 

low  tumor  rate  may  prevail.     The  age  class  of  the  English  strain  is 
not  to  the  same  extent  dominant  as  their  tumor  rate. 

TABLE  in. 

Earopean  -|-  io3or  loa  (L)  (lofttoas^t).  IV  ageclass.  Tumor  rate.  Afr«  class. 

1.  London  +  (European  +  103^   F,  d  d^ L  (c)  L  ! 

2.  (European +  102)  Fj  dt  +  8H  F« c  !  L  ! 

3.  101+ (European +  103)    di    i!  LI 

4.  (iQ3  + European)   Fj  d  dt  +  III  daughter  of 

No.  10  L(c)?  L 

5.  English   Sable   (198)    d, -4- [(103  + European) 

F»  +  III  daughter  of  No.  10]  d^ hi  L  I 

Summary  of  Table  III. — European  +  103  (102)  is  a  strain  in 
which  the  rather  low  rate  did  not  become  entirely  recessive  in  the 
offspring ;  the  tumor  rate  of  this  parent  strain  was  either  dominant 
or  the  result  was  intermediate.     The  tendency  of  this  strain  to  very 
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late  tumors  prevailed  in  all  cases,  even  when  Its  low  tumor  rate  did 
not  entirely  prevail. 

TABLE  IV. 

European.  Tamor  rate.  Age  class. 

European  d  di  +  103,  102 L  (  ?)  L 

European  d  di  + English  Tan  (daughter  of  146)     L  (i)  !  <  L  ! 

Cream  +  European    h  (  ?)  ! 

Summary  of  Table  IV. — ^The  low  tumor  rate  of  the  European 
had  a  tendency  to  be  dominant  with  those  strains  which  did  not  have 
a  very  high  tumor  rate.  With  the  English  it  was  dominant  or  in- 
termediate; but  the  higher  tumor  rate  of  the  European  dominated 
over  the  lower  tumor  rate  of  the  Cream. 

TABLE  V. 

European  151.  Tumor  rate.  Age  class. 

European  151  di  +  8  F,  d h  (c)  ?  i  (L) 

European  151  + 1  daughter  of  No.  10  d h  !  L 

(European  151  + 1  daughter  of  No.  10)  F,+  ioi 

F,  dt  c  !  hi 

European  151  +  II  daughter  of  No.  10  d h  !  L  ? 

Summary  of  Table  V. — ^The  lower  tumor  rate  of  European  151 

was  recessive  in  crosses  whose  mother  was  the  first  or  second 

daughter  of  No.  10. 

TABLE  VI. 

No.  8.  Tumor  age.  Age  class 

European  151  +  8  F5  d  h  (c)  ?  i  (L) 

7^  Waltzer  ^  Cream  +  No.  8  d  dt h  !  h 

(7^  Waltzer  ^A  Cream  +  No.  8)  d,  4-  loi  F,  . . . .  i  !  <  L  (  ?) 

No.  8  F,  +  German  i  I  c 

English  d  d^  +  (8  +  German)  F, h  !  h  I 

Summary  of  Table  VL — ^The  higher  tumor  rate  of  No.  8  pre- 
vailed probably  over  the  lower  tumor  rate  of  European  151 ;  it  also 
prevailed  over  Yz  Waltzer  y%  Cream. 

TABLE  VII. 

I  and  1 1  daughters  of  No.  lo.  Tumor  rate  Age  das*. 

European  151  + 1  daughter  of  No.  10  d  di hi  L  (  ?) 

(European   151  + 1  daughter  of   No.    10)  +  loi 

F,  d,    c  1  hi 

European  151 +  11  daughter  of  No.  10  d  di  ....  h  I  L(?) 

Silver  d  + 1  daughter  of  No.  10  d, i  1  LI 

Cream  d,  + 1  daughter  of  No.  10 i  1  LI 

%y2  +  II  daughter  of  No.  10  d  h  (i)  1  c  (L)  ? 

(8J4  +  II  daughter  of  No.  10)  d  +  II  daughter 

of  No.  10  d,  L  (c)  L 
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Summary  of  Table  VII. — The  high  tumor  rate  of  the  I  and  II 
daughters  of  No.  lo  was  dominant  over  the  lower  rate  of  European 
151  and  No.  8J4.  It  was  intermediate  with  the  very  low  tumor 
rates  of  Silver  and  Cream.  Here  we  find  again  that  various  strains 
with  a  very  low  tumor  rate  depress  the  dominance  of  the  parent  with 
tendency  to  high  tumor  rate  more  than  strains  with  a  tendency  to 
not  as  low  a  tumor  rate.  The  independence  of  the  inheritance  of 
the  age  class  from  that  of  the  tumor  rate  is  here  apparently  quite 
definite. 

TABLE  VIII. 

Cream.  Tumor  rate.  Tumor  a^re. 

Cream  di  + 1  daughter  of  No.  10 i  !  L  ! 

English  Tan  (121)  +  Cream  (3  females)   i  I  i  1 

English  Sable  (4,444)  +  Cream  d  L  ! 

Cream  +  European  d  h  ( ?)  1 

%  Waltzer  %  Cream  +  No.  8  d h  I  h 

m  Waltzer  ^/i  Cream  +  No.  8)  dt  +  ioi  F,  ....  i  L(?) 

Summary  of  Table  VIII, — ^The  low  tumor  rate  of  the  Cream  is 
apparently  only  in  one  case  quite  recessive,  vtjs.,  with  European ;  in 
other  cases  it  is  dominant  or  the  result  is  intermediate.  The  age 
class  can  be  intermediate,  when  the  tumor  rate  is  intermediate,  but 
the  lateness  of  the  tumors  in  the  Cream  mice  can  prevail  with  an  in- 
termediate tumor  rate. 

TABLE  IX. 

Silver.  Tumor  rate.  Tumor  age 

Silver  +  I  daughter  of  No.  10  di 1  I  L  ! 

English    Sable  +  (Silver  + 1    daughter    of    No. 

10)    d,   h  I  i(?) 

Summary  of  Table  IX, — ^The  Silver  strain  resembles  in  its  be- 
havior the  Cream.  With  a  strain  with  a  high  tumor  rate  it  produces 
crosses  with  an  intermediate  tumor  rate.  The  greater  lateness  again 
prevails.  In  a  further  cross  between  such  an  intermediate  strain  and 
a  strain  with  a  high  tumor  rate,  the  high  tumor  rate  of  the  English 

dominates. 

TABLE  X. 

No.  8^.  Tumor  rate.  Age  class. 

8^  +  11  daughter  of  No.  10  d h  (i)  !  c  (L)  ? 

(European +  102)  F,  d,  +  8^  F*  c  !  L  I 

(8>4  +  II  daughter  of  No.  10)  d  d^  +  II  daughter 

of  No.  10  L  (c)  !  L 

854  +  English  Sable  (4,444)  d  d» h  !  h  ! 
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Summary  of  Table  X. — ^The  tumor  rate  of  the  No.  8J/2  strain  is 
recessive  in  combination  with  a  strain  with  high  tumor  rate  or  inter- 
mediate crosses  result.  In  these  crosses  the  I  age  class  can  also  pre- 
vail over  the  later  tumors  of  No.  8>4.  In  combination  with  (Euro- 
pean +  102),  however,  the  late  tumor  age  of  the  (European  -}- 

102)  prevails. 

TABLE  XI. 

German.  Tamor  rate-  A^e  clan. 

No.  8  F,  + German   i(?)  cl 

German  +  Carter    <L!  <L! 

English  Tan  (121)  d, 4- German  d  L  h! 

German  +  (German  +  English  Tan  143)  F,  h  h 

English  d  d,+ (8  +  German)  F^  hi  h  ! 

German  -|-  108  (=  No.  8  ?)  d  L 

German  +  6F*  i(?)  c(?) 

SUMMARY  AND  CONCLUSIONS. 

1.  In  crossing  strains  known  to  differ  in  their  tumor  rates,  the 
hybrids  show  in  a  considerable  number  of  cases  a  tumor  rate  cor- 
responding to  the  parent  with  a  high  tumor  incidence ;  in  some  cases 
the  offspring  have  the  tumor  rate  of  the  parent  with  the  low  tumor 
incidence ;  in  certain  cases  the  tumor  rate  of  the  offspring  is  inter- 
mediate between  those  of  the  parents. 

That  these  results  are  not  accidental  follows  from  the  fact  that  we 
could  show  in  some  cases  that  two  sisters  crossed  with  the  same 
strains  or  with  the  same  male  give  similar  offspring,  and  in  other 
cases  we  could  show  that  the  same  individual  crossed  successively 
with  two  strains  that  behave  similarly  produces  hybrids  with  a  similar 
tumor  incidence. 

2.  There  exists  some  evidence  for  the  conclusion  that  different 
strains  in  being  crossed  with  other  strains  differ  in  their  power  to 
impress  their  tumor  rate  upon  the  crosses.  Thus  the  English  strain 
and  the  I  and  II  daughters  of  No.  10  have  the  tendency  to  transmit 
to  the  offspring  a  high  tumor  rate,  while  Cream,  Silver,  and  some 
European  other  than  151  have  a  tendency  to  transmit  a  low  tumor 
rate.  While  crosses  of  these  daughters  of  No.  10  with  European 
151  or  with  No.  Syi  show  the  high  tumor  rate  of  the  mothers,  the 
crosses  of  one  of  the  same  females  with  Cream  or  Silver  show  an 
intermediate  tumor  rate. 

3.  We  find  further  evidence  for  our  conclusion  previously  stated 
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that  age  class  of  the  tximors  and  tiunor  rate  are  not  dependent  on 
the  same  factor.  The  age  class  enters  into  the  crosses  as  a  factor 
independent  of  the  tumor  rate.  Thus  we  find  in  the  crosses  between 
the  first  daughter  of  No.  lo  and  Cream,  and  in  the  crosses  between 
the  same  female  and  English  Silver  a  similar  tumor  rate,  but  the 
age  classes  differ  in  conformity  with  the  difference  in  the  age  classes 
of  the  parents. 

We  find,  furthermore,  that  while  in  some  cases  a  tumor  rate  and  an 
age  class  that  correspond  to  each  other  (high  tumor  rate,  early 
timiors — low  tumor  rate,  late  tumors)  are  transmitted  to  the  off- 
spring, in  other  cases  tumor  rate  and  age  class  transmitted  to  the 
crosses  diverge. 

4,  It  seems  that  certain  strains  with  very  late  tumors  if  mated  with 
strains  with  earlier  tumors  have  a  tendency  to  transmit  to  the  off- 
spring their  own  tendency  to  very  late  tumors.  With  a  certain 
strain  lateness  of  the  tumors  seems  to  be  dominant,  while  a  low  tumor 
rate  is  not  necessarily  dominant  in  the  same  crosses.  This  was 
noticeable  in  the  crosses  into  which  the  strain  European  +  102  or 
103  entered  as  one  of  the  parents. 

5.  If  both  parents  have  a  similar  ttimor  rate  the  offspring  have 
usually  a  similar  tumor  rate.  There  was,  however,  one  exception  to 
this  rule  in  the  case  of  the  German  +  Carter  mice,  in  which  the  off- 
spring showed  a  much  lower  tumor  rate  and  higher  age  class  than 
either  of  the  parent  strains. 
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(From  the  Department  of  Surgical  Research  of  the  University  of  Pennsylvania, 

Philadelphia.) 

Plate  77. 

(Received  for  publication,  July  2,  191 5.) 

In  the  course  of  studies  upon  the  pancreas  in  which  the  external 
function  of  the  gland  was  completely  removed,  either  by  double  li- 
gation of  both  ducts,  cutting  and  interposing  omentum,  or  by  the 
complete  removal  of  the  duodenal  portion  of  the  gland,  two  findings 
were  encountered  which  seem  worthy  of  a  brief  communication. 
The  first  is  that  a  striking  simple  atrophy  of  the  spleen  rapidly  fol- 
lows such  an  operation.  The  second  is  that  the  thyroid  apparatus 
of  these  animals  shows  a  constant  change,  evidenced  macroscopically 
by  a  translucency  which  may  amount  to  an  actual  transparency, 
microscopically  by  an  evident  increase  in  the  amount  of  colloid, 
chemically  by  a  marked  increase  of  the  iodine  content  of  the  gland, 
and  physiologically  by  a  greatly  delayed  appearance  of  tetany,  after 
the  complete  operative  removal  of  the  thyroids  and  parathyroids. 

The  details  of  the  operation  are  shown  in  Fig.  i.  The  pancreas 
of  the  dog,  in  our  experience,  always  possesses  two  ducts,  a  smaller 
one  draining  a  definite  island  of  tissue  and  opening  at  or  near  the 
ampulla  of  the  bile  duct,  a,  and  a  larger  one  draining  the  far  greater 
portion  of  the  pancreas,  b.  Several  authors  have  described  instances 
in  which  more  than  two  ducts  have  been  found,  so  that  we  have  usu- 
ally tied  off  the  pancreas  at  A  and  B,  and  completely  removed  the 
duodenal,  duct-bearing  portion  of  the  pancreas  between  the  lines  A 
andB. 

The  results  as  regards  the  effects  on  the  spleen  and  the  thyroid 
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are  the  same  with  either  method,  provided  the  blocking  of  the  ducts 
by  the  interposed  omentum  has  been  successful. 

Such  animals  lose  weight  at  first  rather  rapidly;  after  several 
months  they  reach  a  level  at  which  they  continue  or  even  gain  slightly. 
None  of  our  animals  developed  sugar  in  the  urine;  all  showed  the 
voluminous  fatty  stools  typical  of  loss  of  pancreatic  juice. 

Both  of  the  observations  here  recorded  were  purely  accidental. 
The  operations  were  undertaken  for  a  definite  purpose,  and  the 
changes  in  the  spleen  and  thyroids  would  doubtless  not  have  at- 
tracted our  attention  had  it  not  been  for  the  extreme  changes  noted 
in  the  first  animal  of  the  series.  The  outline  of  this  animal's  spleen 
(one-half  actual  size)  is  shown  in  Text-fig.  i  (Dog  i).  We  did 
not  have  the  measurements  of  this  spleen  at  the  time  of  the  operation 
upon  the  pancreas,  but  if  we  may  judge  from  the  routine  measure- 
ments of  Spleens  made  since,  it  is  fair  to  assume  that  this  spleen 
measured  at  operation  at  least  i8  cm.  in  length,  while  at  autopsy  it 
measured  6.75  cm. 

Following  this  first  observation  we  repeated  the  experiment,  care- 
fully measuring  the  spleen  at  the  time  of  the  operation  upon  the  pan- 
creas. The  results  are  seen  in  Table  I  and  in  Text-fig.  i,  which 
shows  the  simple  outline  drawings  of  the  spleens  of  two  animals, 
the  outer  outline  being  the  spleen  at  operation,  the  inner  outline 
the  same  spleen  at  autopsy.  Under  the  microscope  this  atrophy 
appears  as  a  simple  atrophy. 

That  the  splenic  atrophy  is  something  more  than  the  expression 
of  the  share  taken  by  the  spleen  in  the  general  loss  of  body  weight  is 
shown,  we  believe,  in  the  comparative  study  of  some  of  these 
animals. 

Dog  I  lost  45.6  per  cent  of  its  original  body  weight.  While  we 
have  not  the  actual  figures,  it  seems  fair  to  assume  that  the  spleen 
was  at  autopsy  at  least  66  per  cent  smaller  than  at  the  time  of  the 
operation.  The  actual  figures  for  Dog  66  show  a  loss  of  weight 
of  37.9  per  cent,  with  a  loss  of  spleen,  as  measured  by  the  length 
of  the  organ,  of  61.9  per  cent.  Dog  i  reached  a  constant  weight 
after  150  days,  having  lost  45.6  per  cent  of  its  original  weight. 
Dog  48  was  killed  at  the  end  of  131  days,  having  lost  40  per  cent  of 
its  original  weight,  but  the  spleen  of  Dog  i,  the  spleen  which  first 
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attracted  our  attention,  was  only  about  one-half  the  size  of  the  spleen 
of  Dog  48,  and  showed  clearly  from  its  slate-colored,  shrunken  ap- 
pearance a  greater  degree  of  atrophy  than  did  the  spleen  of  Dog  48. 
This  we  are  inclined  to  interpret  as  meaning  that  the  observed  atro- 
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Text-Fig.  i.    Outline  drawings  of  the  spleen  before  and  after  the  complete 
removal  of  the  external  function  of  the  pancreas. 

phy  of  the  spleen  had  continued  in  Dog  i  after  the  body  weight  had 
become  stationary.  That  this  atrophy  is  due  to  something  other 
than  the  general  loss  of  weight  we  think  is  further  shown  in  the  dog 
designated  D,  which  died  of  an  acute  pancreatitis  three  days  after 
operation.     The  atrophy  of  the  spleen  is  here  clearly  marked  (Text- 
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fig.  i),  although  the  subcutaneous  and  intra-abdominal  fat  had  not 
appreciably  decreased  in  amount  in  the  short  space  of  three  days. 
The  actual  weight  of  the  dog  at  autopsy  was  not  determined. 

The  observations  regarding  the  thyroid  apparatus  can  be  sup- 
ported in  such  a  variety  of  ways  that  their  accuracy  is  hardly  to  be 
doubted.  The  macroscopical  appearance  of  the  gland  at  autopsy  is 
marked  by  a  peculiar  translucency  which  often  amoimts  to  an  actual 
transparency.  If  such  a  lobe  is  held  towards  the  light  both  para- 
thyroids can  be  plainly  seen ;  in  the  dog  the  lower  parathyroid  body 
is  imbedded  completely  within  the  thyroid  tissue,  and  can  usually 
be  found  only  by  cutting  serial  sections;  the  outline  of  an  opaque 
object  held  between  the  thyroid  and  the  light  can  be  clearly  seen 
through  the  translucent  lobe. 

Microscopically  the  thyroid  is  seen  to  contain  somewhat  more  than 
the  normal  amount  of  colloid,  with  a  consequent  flattening  of  the 
alveolar  cells.  The  parathyroids,  as  far  as  we  have  discovered,  are 
normal ;  in  some  instances  they  have  given  us  the  impression  of  hy- 
pertrophy. 

In  view  of  the  well  known  variations  in  the  macroscopic  and 
microscopic  appearance  of  the  thyroid,  one  is  inclined  to  speak  with 
reserve  concerning  conditions  based  upon  such  variations.  We  are 
therefore  fortunate  in  the  case  of  the  thyroid  apparatus  in  having 
two  definite  proofs  of  change,  the  physiological  test  and  the  chemical 
determination  of  the  specific  content  of  the  thyroid. 

The  physiological  results  are  shown  in  the  three  dogs,  66,  C,  and 
E  25.  Dog  66  developed  mild  tetanic  attacks  19  days  after  the  com- 
plete thyroparathyroidectomy.  Dog  C  developed  no  tetany  during 
the  14  days  after  the  thyroid  operation.  Dog  E  25  developed  tetany 
7  days  after  thyroparathyroidectomy. 

We  have  already  stated  that  the  parathyroids  appear  entirely  nor- 
mal, tuiless,  indeed,  they  are  somewhat  enlarged.  We  offer  these 
findings  concerning  tetany  without  attempting  an  explanation.  It 
has  been  our  experience,  in  several  fairly  large  series  of  parathyroid 
tetany  experiments,  that  a  normal  dog  will  develop  a  severe  and 
fatal  tetany  on  the  third  or  fourth  day  following  the  complete  extir- 
pation of  the  thyroid  apparatus;  in  a  very  few  instances,  not  over 
5  per  cent  of  our  cases,  the  animal  has  failed  to  show  any  symptoms 
whatever  of  tetany. 
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The  iodine  determinations  in  eighteen  normal  thyroids  and  in 
seven  thyroids  from  operated  animals  are  shown  in  TaWe  II,  in 
which  the  result  is  expressed  in  milligrams  of  iodine  per  gram  of 
dry  thyroid  tissue. 

TABLE  II. 

Iodine  per  gm.  of 
Weight  of  dry  glmnd.  dry  gland. 

Source  of  thyroid.  mg:  mg. 

Normal  dog  0.2460  0.723 

"     .' 0.1530  0.953 

"     0.4530  1.036 

"          " 0.5710  1.205 

"          "     i.oooo  1.402 

"     0.3550  1.068 

"     0.1620  0.960 

"          "     0.7128  2.676 

"     0.4248  1.220 

"          "     0.1621  1.200 

"          "     042  0400 

"     0.4  1.050 

"     0.3  0.49s 

"     0.7  0.228 

"     0.25  0.800 

"     0.30  0.993 

"     0.2  0.500 

"     0.13  Negative. 

Pancreatectomy 

Dog  124    0.5  3.151 

"     228    0.25  6.960 

"     279    0.4456  1.434 

"     257    0.1430  9.925 

"       67  P  . . .'. 0.6934  1.134 

"  267 0.3502  1.316 

19  P  0.3448  1.827 

Average  of  18  normal  determinations  •=-  0.9393  mg. 
Average  of    7  pancreatectomies  =3.678    mg. 

We  take  pleasure  in  expressing  our  thanks  to  Mr.  Robert  B. 
Krauss  of  the  Laboratory  of  the  Henry  Phipps  Institute,  for  the 
iodine  determinations  which  were  made  by  the  method  elaborated 
by  him.^ 

We  have  found  nothing  in  the  literature  concerning  the  thyroid, 
the  pancreas,  or  the  spleen  which  aids  in  the  explanation  of  the 

1  Krauss,  R.  B.,  The  Determination  of  Iodine  in  the  Presence  of  Organic 
Matter,  /our.  Biol.  Chem.,  1915,  xxii,  151. 
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above  findings.  Any  discussion  of  their  meaning  at  present  would 
therefore  be  mere  speculation,  and  should,  at  b^t,  await  the  con- 
firmation of  our  results. 

SUMMARY. 

The  complete  removal  of  the  ftmction  of  the  pancreas  concerned 
in  digestion  is  followed  by  marked  changes  in  the  spleen  and  in  the 
thyroid  apparatus.  Second,  the  spleen  shows  an  extreme  simple 
atrophy.  Third,  the  thyroid  apparatus  exhibits  a  constant  change 
shown  by  the  macroscopic  transparency  of  the  gland,  by  the  micro- 
scopic increase  in  the  amotmt  of  colloid,  by  the  chemical  increase  of 
the  iodine  content  of  the  gland,  and  by  the  functional  test  of  the 
delayed  appearance  of  tetany  after  the  complete  removal  of  the  thy- 
roid apparatus. 

EXPLANATION  OF  PLATE  77- 

Fig.  I.  Diagrammatic  outline  of  the  pancreas  of  the  dog  (posterior  aspect) 
showing  the  points  at  which  the  operation  is  carried  out  P  =  pylorus ;  d  =  bile 
duct    For  further  description,  see  page  732. 
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(Sweet  and   Ellis:    External   Function  of  Pancreas.) 
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THE  INFLUENCE  UPON  TADPOLES  OF  FEEDING 

DESICCATED  THYROID  GLAND  IN  VARIABLE 

AMOUNTS  AND  OF  VARIABLE  IODINE 

CONTENTS. 

By  C  H.  LENHART,  M.D. 

{Froih  the  H.  K.  Gushing  Laboratory  of  Experimental  Medicine  of  Western 
Reserve  University,  Cleveland.) 

Plate  78. 

(Received  for  publication,  July  2,  191 5.) 

In  1912  and  1914  Gudernatsch^  reported  his  studies  of  the 
variable  effects  upon  the  growth  and  differentiation  of  tadpoles  pro- 
duced by  feeding  different  kinds  of  animal  tissues,  such  as  thyroid, 
thymus,  muscle,  pancreas,  liver,  testicle,  etc.  His  most  striking 
findings  were  that  thyroid  feeding  hastened  the  differentiation  of 
the  tadpoles,  at  the  same  time  inhibiting  their  growth,  so  that  he  was 
able  to  obtain  pigmy  frogs;  and  that  thymus  feeding  prevented  or 
delayed  their  differentiation  but  favored  their  growth,  so  that  giant 
tadpoles  resulted.  He  used  fresh  tissues,  and,  in  the  case  of  the  thy- 
roid, without  determining  the  amount  of  iodine  present. 

In  view  of  the  known  relations  of  iodine  to  thyroid  activity,  it 
seemed  probable  that  the  iodine  content  of  the  thyroid  fed  might 
also  modify  its  effect  on  tadpoles.  With  this  in  view  a  supply  of 
tadpoles  was  brought  to  the  Laboratory  on  May  9,  1914.  These 
tadpoles  were  of  uniform  size,  and  their  age  was  estimated  at  about 
one  week. 

The  stock  tadpoles  were  kept  in  large  granite  baking  dishes. 
Those  used  for  experimental  observations  were  kept  in  small  granite 
basins  of  about  200  cc.  capacity,  in  which  were  placed  a  few  small 
stones.     The  water  in  all  the  basins  was  completely  changed  twice 

1  Gudematsch,  J.  F.,  Feeding  Experiments  on  Tadpoles.  I.  The  Influence  of 
Specific  Organs  Given  as  Food  on  Growth  and  Differentiation,  Arch.  f.  Entwck- 
Ingstnechn,  d.  Organ.,  1912-13,  xxxv,  457;  Feeding  Experiments  on  Tadpoles. 
II.  A  Further  Contribution  to  the  Knowledge  of  Organs  with  Internal  Secretion, 
Am.  Jour.  Anat.,  loi.i-iA  xv,  431. 
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daily.  The  experimental  basins  were  kept  on  tables  in  the  middle  of 
a  large  room,  so  that  all  would  be  exposed  to  similar  light  and  tem- 
perature conditions.  The  room  temperature  was  recorded  every 
afternoon.  After  a  few  changes  by  way  of  trial,  it  was  decided 
to  feed  the  stock  with  fresh  hog's  liver  every  day,  while  the  ex- 
perimental animals  were  fed  liver  and  thyroid  on  alternate  days. 
The  liver  was  cut  up  into  small  pieces,  but  not  crushed.  In  the  earlier 
experiments  the  liver  was  put  into  the  basins  in  the  forenoon  and 
left  till  late  in  the  afternoon,  but  this  was  abandoned  because  oh  hot 
days  there  was  evidence  of  fermentation  or  putrefaction  which  led 
to  the  death  of  some  of  the  tadpoles.  The  plan  of  allowing  the  liver 
to  remain  in  the  basins  for  one  hour  and  then  changing  the  water 
eliminated  this  danger  even  in  the  hottest  weather.  The  thyroid  was 
fed  in  the  form  of  dried  powder,  in  each  case  the  iodine  content 
having  been  previously  determined  by  Dr.  Marine.  In  the  earlier 
experiments  ten  tadpoles  were  placed  in  each  dish,  with  about  200 
cc.  of  city  tap  water.  Later  but  five  tadpoles  were  placed  in  this 
quantity  of  water.  Beyond  taking  photographs  of  the  several  series, 
no  objective  measurements  were  made  of  the  changes  produced. 

The  questions  particularly  studied  may  be  summarized  as  follows : 
First,  the  effect  upon  both  growth  and  differentiation  of  non-thyroid 
iodine;  e,  g.,  potassium  iodide  and  iodalbin  (Parke,  Davis  &  Co.). 
Second,  the  effect  of  thyroid  feeding;  (a)  feeding  constant  amounts 
of  a  series  of  desiccated  thyroids  containing  progressively  increasing 
percentages  of  iodine;  (b)  feeding  different  quantities  of  one  par- 
ticular thyroid;  (c)  feeding  thyroid  obtained  from  different  species 
of  animals.  Third,  an  attempt  to  counteract  the  effect  of  the  thyroid 
feeding  by  keeping  the  tadpoles  exposed  to  cold,  by  the  use  of  cracker 
dust,  quinine,  egg  white,  egg  yolk  (both  cooked  and  uncooked),  and 
egg  yolk  extracted  with  acetone. 

It  may  at  once  be  stated  that  the  effect  of  the  potassium  iodide 
solutions  was  negative.  As  to  iodalbin,  the  results  were  indefinite. 
The  animals  showed  early  tail  absorption,  and  most  of  them  showed 
some  emaciation  at  the  time  of  their  death;  but  they  all  developed 
some  disease  resembling  a  general  body  edema.  Iodalbin  contains 
about  21  per  cent  of  iodine  so  loosely  bound  that  the  toxic  effects 
from  free  iodine  had  to  be  considered,  and  hence  these  results  can- 
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not  be  accepted  as  suggesting  a  thyroid-like  action  for  iodalbin. 
Since  these  observations  were  made  Morse^  has  published  posi- 
tive results  from  artificially  iodized  proteins,  and  states  that  the 
effect  is  comparable  to  that  produced  by  thyroid  iodine.  Further 
observations  must  be  made  before  this  can  be  accepted,  since  there 
is  no  conclusive  evidence  that  artificially  iodized  proteins  exhibit  an 
iodothyreoglobulin-like  action. 

The  effect  of  thyroid  feeding  was  very  marked  and  closely  asso- 
ciated with  both  the  iodine  content  and  the  amount  fed.  The  details 
will  be  exhibited  later. 

As  to  factors  protecting  against  the  effect  of  thyroid  feeding,  only 
two  were  found  which  were  certain  in  their  action ;  namely,  exposure 
to  cold  and  feeding  carbohydrate  in  the  form  of  cracker  dust. 

We  may  now  examine  more  in  detail  the  positive  results. 

The  Effect  of  Thyroid  Feeding, 

Preparations  of  desiccated  thyroid  from  human,  canine,  sheep, 
and  ox  glands  were  used.  The  human  thyroids  were  obtained  from 
Dr.  Crile's  clinic  and  include  simple  and  exophthalmic  goitres.  All 
acted  alike  qualitatively.  The  sheep  and  ox  glands  available  were 
too  few  to  furnish  an  extended  series  of  experiments,  and  may  be 
dismissed  from  present  consideration  with  the  statement  that  there 
is  no  reason  to  believe  that,  with  the  material  available,  one  could 
not  get  as  gradated  a  series  of  results  as  we  shall  show  can  be  gotten 
by  the  use  of  desiccated  dog  thyroid.  With  human  glands  a  grad- 
ated series  of  effects  was  obtained,  but  it  was  not  so  sharp  as  with 
dog's  thyroid.  This  is  to  be  expected  because  of  so  many  unknown 
factors  in  the  life  history,  treatment,  etc.  Then,  too,  some  of  the 
thyroids  had  been  in  lo  per  cent  formalin  for  a  day  or  two  before 
desiccation.  As  regards  the  effect  of  formalin  one  can  only  state 
that  it  does  not  destroy  the  thyroid  effect. 

As  examples  of  the  experimental  findings,  the  following  pro- 
tocols are  exhibited. 

Series  /,  Dog  Thyroid.— Dishes  i,  2,  and  3.  The  tadpoles  in  this  experiment 
received  50  mg.  respectively  of  three  thyroids  whose  iodine  contents  were  0.05, 

*  Morse,  M.,  The  Effective  Principle  in  Thyroid  Accelerating  Involutions  in 
Frog  Larvae,  Jour.  Biol.  Chetn.,  1914,  xix,  421. 
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1.40,  and  2.92  mg.  of  iodine  per  gm.  of  dried  thyroid.  This  dosage  was  given 
every  other  day,  as  in  all  other  experiments,  unless  otherwise  indicated.  The 
feeding  was  started  May  16.  No  liver  was  fed  in  this  case  after  the  thyroid 
was  started.  The  tadpoles  in  Dish  3  were  all  dead  as  early  as  15  days,  and  in 
Dish  2  in  II  days.  These  were  instances  of  high  iodine  contents.  Four  of  the 
tadpoles  in  Dish  i,  receiving  thyroid  of  low  iodine  content,  were  living  and 
active  as  late  as  Aug.  3 — yg  days — when  the  experiment  was  terminated.  These 
tadpoles  were  about  the  size  of  the  controls,  but  more  differentiated,  presenting 
formed  (jointed)  hind  legs.  Those  in  Dishes  2  and  3  died  early,  were  much 
emaciated,  and  only  slightly  differentiated  as  compared  with  the  controls. 

Series  I,  Dog  Thyroid. — Dishes  4,  5,  and  6.  This  experiment  is  the  exact 
duplicate  of  the  previous  one,  except  that  liver  was  fed  on  alternate  days.  The 
tadpoles  in  Dish  6  were  all  dead  in  10  days,  and  in  Dish  5  in  2  days, — instances 
again  of  early  death  after  feeding  with  thyroid  of  high  iodine  content.  Those 
in  Dish  4,  getting  low  iodine  thyroid,  showed  one  tadpole  still  alive  and  active 
after  79  days.  The  tadpoles  in  this  dish  developed  functional  hind  legs,  were 
of  large  size,  and  had  long,  well  preserved  tails.  Compared  with  the  controls 
they  showed  no  emaciation,  but  marked  differentiation.  They  were  larger  than 
those  in  Dish  i,  perhaps  due  to  the  liver  feeding.  In  contrast,  the  tadpoles  in 
Dishes  5  and  6,  getting  high  iodine  thyroid,  died  early,  with  much  emaciation 
and  before  there  was  time  for  much  differentiation.  The  emaciation  was  ex- 
treme.   They  literally  melted  down,  the  tails  rapidly  disappearing. 

Series  I,  Dog  Thyroid. — Dishes  7,  8,  and  9.  Here  conditions  were  the  same 
as  in  the  first  and  second  experiments  above,  except  that  the  thyroid  was  given 
only  twice.  The  tadpoles  in  Dishes  8  and  9,  receiving  high  iodine  thyroid,  were 
all  dead  in  16  and  10  days,  respectively,  while  those  in  Dish  7,  getting  low  iodine 
thyroid,  were  not  all  dead  till  57  days  had  passed.  Those  in  Dishes  8  and  9 
were  the  more  emaciated.  Differentiation  was  not  especially  affected  in  any. 
This  experiment  shows  that  only  two  doses  of  thyroid  of  a  certain  iodine 
strength  will  initiate  emaciation  and  lead  to  early  death,  the  effect  being  more 
marked  in  the  case  of  thyroids  with  higher  iodine  contents.  Gudernatsch  also 
observed  that  one  feeding  with  thyroid  was  sufficient  to  induce  the  emaciation 
and  death. 

Series  II,  Dog  Thyroid. — In  this  experiment  a  series  of  thyroids  containing^ 
respectively  0.05,  0.08,  0.18,  0.54,  0.71,  and  1.40  mg.  (Figs,  i  to  6)  of  iodine  were 
fed  in  50  mg.  doses  every  other  day,  beginning  May  23.  Liver  was  given  on 
alternate  days.  As  early  as  four  days  the  series  as  a  whole  showed  a  progressive 
decrease  in  size  and  activity  in  proportion  as  the  iodine  percentage  increased. 
Within  five  days  a  most  remarkable  difference  was  seen,  from  large  active  tad- 
poles in  Dish  i,  getting  the  thyroid  of  lowest  iodine  content,  to  markedly  ema- 
ciated, inert,  and  highly  metamorphosed  tadpoles  in  the  dish  getting  the  highest 
iodine  thyroid.  At  the  end  of  72  days  there  was  one  tadpole  living  in  each  of 
the  first  three  dishes.  All  were  dead  in  Dishes  4  and  5  within  19  days,  and  in 
Dish  6  all  were  dead  within  1 1  days.  The  number  of  days  that  intervened  before 
the  first  tadpole  died  in  each  dish  of  the  series  ran  as  follows:  8  (accidental), 
52,  33,  17,  9,  and  5  days.  For  the  second  dead  in  each  dish  the  figures  ran :  54, 
54»  35.  X9»  ii»  and  7  days.  For  the  third  dead:  59,  68,  41,  15,  and  11  days.  This 
clearly  shows  that  the  death  rate  parallels  the  iodine  contents.    As  to  differentia- 
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don  the  notes  cannot  be  given  in  detail,  but  by  way  of  summary  it  may  be  stated 
that  the  tadpoles  getting  high  iodine  thyroid  (Dishes  4,  5,  and  6)  emaciated  so 
rapidly  and  died  so  soon  that  little  differentiation  took  place.  In  41  days  the 
tadpoles  in  Dish  i  had  formed  hind  legs  and  were  larger  than  the  controls ;  t .  e„ 
they  showed  marked  differentiation  together  with  growth  instead  of  emaciation. 
On  the  same  date  the  tadpoles  in  Dish  2  showed  formed  hind  legs,  but  were 
smaller  than  those  in  Dish  i,  while  those  in  Dish  3  compared  in  every  way  with 
the  controls.  The  final  result  then  seems  to  be  a  balance  between  the  tendency 
to  emaciation  and  to  hastened  differentiation,  and  all  degrees  of  differentiation 
may  be  associated  with  all  degrees  of  size.  Gudematsch's  more  uniform  results 
were  undoubtedly  due  to  using  thyroid  of  more  constant  or  high  iodine  content. 

As  previously  stated,  experiments  were  also  made  in  which  the  quantity  of  a 
particular  thyroid  fed  was  varied;  e.  g.,  feeding  in  10,  20,  30,  40,  and  50  mg. 
doses  of  some  one  particular  thyroid.  The  first  experiment  of  this  kind  to  be 
reported  is  Series  IV,  where  a  dog  thyroid  containing  1.40  mg.  of  iodine  per 
gm.  of  dried  gland  was  fed  beginning  June  i.  The  number  of  days  when  all 
were  dead  ran,  respective  to  the  increasing  amounts  given,  20,  10,  8,  7,  8. 
Emaciation  was  very  rapid  and  marked  in  all,  so  much  so  that  in  the  larger 
doses  there  was  little  time  for  any  differentiation.  The  tadpoles  in  Dish  i,  on 
the  other  hand,  getting  only  10  mg.  of  thyroid,  proceeded  within  14  days  to  the 
formation  of  front  and  hind  legs,  large  frog  mouth,  and  prominent  eyes. 

Series  VII,  Dog  Thyroid. — Here  as  in  the  previous  experiment  increasing 
doses  were  given  of  a  thyroid  containing  only  0.54  mg.  of  iodine.  Here  the 
number  of  days  within  which  all  were  dead  were  32,  37,  37,  39,  and  42,  not  very 
strikingly  different.  Emaciation  was  of  little  consequence  in  this  series,  and 
death  was  probably  largely  due  to  advanced  differentiation,  which  was  hastened 
in  all  as  compared  with  the  controls. 

On  the  whole,  the  experiments  of  varying  the  quantity  of  thyroid  fed  are  not 
nearly  as  clear  cut  as  those  where  the  iodine  percentage  was  varied.  I  feel, 
however,  that  it  is  only  a  matter  of  obtaining  a  thyroid  of  suitable  iodine  content 
and  arranging  the  quantities  fed  in  a  suitably  gradated  series,  in  order  to  get  a 
well  gradated  series  of  effects. 

The  Protective  Effect  of  Feeding  Cracker  Dust, 

Series  VIII,  Human  Thyroid, — In  conjunction  with  some  experiments  on  the 
possible  inhibiting  effect  of  quinine  on  metabolism,  the  following  experiment  was 
made.  One  group  was  fed  cracker  dust  in  addition  to  the  regular  liver  feeding, 
and  the  other  liver  alone.  Both  groups  received  50  mg.  of  human  thyroid  with 
an  iodine  content  of  2.58  mg.  per  gm.  of  dried  gland,  every  second  day,  begin- 
ning June  16.  Dates  of  death  were  of  little  importance  in  this  case,  as  they 
were  mostly  due  to  drowning  on  account  of  the  high  degree  of  differentiation 
reached.  The  tadpoles  receiving  cracker  dust  became  large  and  acquired  func- 
tioning hind  legs,  front  legs,  and  frog-shaped  bodies.  Those  receiving  no 
cracker  dust  were  smaller,  had  formed  hind  legs,  but  no  front  legs ;  on  the  whole 
they  were  more  nearly  like  tadpoles,  the  first  more  like  frogs.  Both  sets  were 
larger  than  the  controls. 

Series  XI  and  XII  received  every  other  day  dog  thyroid  with  an  iodine  con- 
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tent  of  1.40  mg.  Each  series  was  divided  into  5  dishes  getting  10,  20,  30,  40,  and 
50  mg.  of  thyroid,  respectively,  beginning  June  30.  Series  XI  got  cracker  dust 
every  second  day  alternately  to  the  thyroid  feeding.  Within  8  days  the  cracker 
series  showed  a  very  distinct  progressively  increasing  emaciation,  proportional 
to  the  increasing  amounts  of  thyroid  fed.  This  bears  out  the  previous  experi- 
ments on  the  effect  of  variable  quantity  of  thyroid.  As  early  as  the  sixth  day 
the  other  group,  not  getting  cracker,  showed  a  marked  absorption  of  tails  with 
decreased  activity,  while  on  the  seventh  day  the  disparity  between  the  two 
groups  was  exceedingly  well  marked.  All  the  non-cracker  group  were  like  small 
round  balls  with  short  conical  tails.  Owing  to  the  severity  of  the  reaction  there 
was  not  much  difference  between  the  different  members  of  this  group.  The 
death  dates  show  a  marked  shortening  of  life  in  the  group  not  receiving  cracker. 
We  may  conclude  then  that  the  feeding  of  cracker  dust  delays  the  tendency  of 
thyroid,  when  sufficiently  active,  to  hasten  death  and  also  tends  to  prevent 
emaciation. 

The  Protective  Effect  of  Exposure  to  Cold. 
Believing  that  the  effects  thus  far  observed  were  largely  due  to  the 
well  known  pharmacological  action  of  thyroid  of  increasing  metab- 
olism, it  was  thought  this  action  might  be  lessened  by  exposing  the 
tadpoles  to  a  lower  temperature.  Being  cold-blooded  animals,  this 
would  tend  to  lower  their  metabolism.  With  this  in  mind  the  fol- 
lowing experiments  were  made. 

Series  V,  Dog  Thyroid. — To  ten  tadpoles  kept  in  a  refrigerator  were  given 
every  second  day  50  mg.  of  a  thyroid  (dog)  containing  1.40  mg.  of  iodine,  which 
had  by  previous  experiments  been  shown  to  have  a  marked  effect.  The  first  dose 
was  given  on  June  i.  All  the  tadpoles  were  dead  in  27  days,  while  of  the  con- 
trols kept  at  room  temperature  all  were  dead  in  9  days.  The  controls  became 
markedly  emaciated.  Those  on  ice  became  emaciated  toward  the  end ;  but  earlier, 
while  the  controls  were  still  living,  they  were  distinctly  larger  and  less  emaciated 
than  the  controls.  Gradually  their  tails  became  absorbed,  their  bodies  smaller, 
hind  and  front  legs  developed  along  with  a  frog  facies,  so  that  shortly  before 
death  they  were  small  but  well  differentiated;  t.  e.,  really  pigmy  frogs.  The 
controls  emaciated  so  rapidly  that  there  was  little  differentiation. 

Series  VIII,  Human  Thyroid. — These  tadpoles  were  fed  cracker  dust  every 
second  day  in  addition  to  the  regular  liver  feeding,  and  were  given  every  second 
day  50  mg.  of  a  thyroid  containing  2.58  mg.  of  iodine.  Thyroid  was  started  on 
June  16.  One  dish  was  kept  on  ice,  one  at  room  temperature.  Of  those  on  ice 
four  were  still  living  at  the  end  of  49  days,  when  the  experiment  was  terminated, 
while  all  of  those  kept  at  room  temperature  were  dead  in  28  days.  Those  on 
ice  were  of  good  size,  with  well  preserved  tails  and  slight  hind  leg  buds  at  the 
last  date  of  observ^ation,  Aug.  3.  Those  kept  at  room  temperature,  compared  on 
the  same  dates  with  those  on  ice,  were  always  larger.  Also  their  differentiation 
went  much  further,  in  that  they  developed  functioning  hind  legs,  front  legs,  and 
frog-shaped  body  and  head.  And  while  they  died  earlier,  death  was  not  due  to 
emaciation  but  to  drowning,  owing  to  their  complete  differentiation. 
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Wc  may  interpret  this  experiment  as  follows :  At  room  temperature  the  stimu- 
lation of  metabolism  by  this  particular  thyroid  was  not  sufficient,  in  the  presence 
of  a  more  sufficient  food  supply  (cracker),  to  lead  to  emaciation,  but  on  the  con- 
trary the  animals  grew  large  and  practically  completely  differentiated,  meeting 
death  by  drowning.  In  the  tadpoles  kept  on  ice,  metabolism  was  lowered  by  the 
cold  so  that  the  tadpoles  grew  only  a  little  and  differentiated  only  slightly;  that 
is,  the  stimulating  effect  of  thyroid  on  metabolism  was  to  some  extent  counter- 
acted. In  the  first  experiment  (Series  V)  cold  protected  against  the  extreme 
emaciation  produced  by  a  certain  thyroid  at  room  temperature.  In  the  second 
experiment  (Series  VIII)  cold  tended  to  counteract  the  mild  stimulation  of  a 
certain  thyroid  which  at  room  temperature  led  to  a  high  degree  of  differentiation. 

DISCUSSION  AND  CONCLUSIONS. 

We  may  conclude  that  the  feeding  of  dried  thyroid  gland  to 
tadpoles  causes  an  early  differentiation  in  proportion  to  the  quantity 
fed  or  the  percentage  of  iodine  content  of  the  gland  used.  With 
the  larger  doses  and  the  higher  iodine  percentages,  metabolism  is 
Stimulated  to  such  an  extent  that  the  animals  emaciate  rapidly  and 
die  early,  before  there  is  time  for  much  differentiation.  With 
smaller  amounts  and  lower  iodine  percentages  the  size  of  the  animals 
is  roughly  inversely  proportional  to  the  amount  or  percentage,  so  that 
a  close  association  of  differentiation  with  pigmy  size  is  not  character- 
istic of  thyroid  feeding  as  such,  as  Gudematsch  seems  to  conclude. 
One  may  see  early  and  marked  differentiation  along  with  .large  size. 
It  all  seems  a  question  of  dosage.  The  larger  sizes  are  associated 
with  slower  differentiation,  the  smaller  sizes  with  more  rapid  differ- 
entiation, and  the  smallest  sizes  may  show  no  differentiation  at  all, 
due  to  the  extremely  rapid  and  marked  emaciation,  and  early  death. 
Non-thyroid  iodine  does  not  have  this  effect.  The  thyroid  effect 
is  inhibited  by  exposure  to  cold  and  by  cracker  feeding.  Exposure 
to  cold  probably  acts  by  lowering  metabolism;  cracker  feeding,  by 
substituting  food  other  'than  the  animal's  own  tissues  to  meet  the 
increased  demands  caused  by  the  stimulating  effect  of  the  thyroid 
feeding. 

Gudernatsch  in  his  earlier  paper  speaks  of  the  thyroid  as  stim- 
ulating metabolism,  which  leads  to  early  differentiation  and  sup- 
presses growth.  Later  he  seems  to  lean  to  the  view  that  the  thy- 
roid possesses  some  specific  influence  on  differentiation.  It  may  all 
be  a  matter  of  words,  but  our  present  conception  is  that  we  are 
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simply  dealing  with  the  well  known  action  of  thyroid  on  metabo- 
lism. As  the  iodine  content  increases,  the  thyroid  increasingly  stim- 
ulates the  metabolism  of  the  tadpole,  which  undergoes  changes  in 
size,  increased  growth  or  rapid  emaciation,  according  to  the  strength 
of  the  action.  The  tadpole  being  a  larval  form,  the  tissues  first  to 
be  stimulated  to  increased  metabolism,  and  later  the  first  to  be  con- 
sumed, are  naturally  those  tissues  whose  normal  function  is  ap- 
proaching a  normal  end,  and  which,  in  the  normal  course  of  events, 
are  about  to  undergo  metamorphosis.  Hastening  of  differentiation 
seems  then  to  ensue  not  as  a  specific  stimulation  of  differentiation, 
but  only  to  be  the  normal  result  of  the  stimulation  of  general  metab- 
olism. The  seeming  specificity  of  the  result  lies  not  in  a  new  action 
of  thyroid,  but  in  its  application  to  a  living  organism  at  a  specific 
time  in  its  development. 

Most  important,  of  course,  is  the  confirmation  of  what  we  may  be 
justified  in  regarding  as  an  established  fact ;  namely,  that  the  activ- 
ity and  potency  of  the  physiologically  active  substance  of  the  thyroid 
is  measurable  in  terms  of  its  percentage  iodine  content. 

Finally,  it  may  be  pointed  out  that  the  reaction  of  tadpoles  to 
thyroid  feeding  is  so  sensitive  that  the  procedure  might  well  serve 
as  a  biological  test  for  the  activity  of  thyroid  tissue,  superior  even 
to  chemical  methods. 

EXPLANATION  OF  PLATE  78. 

Figs,  i  to  6.  Photographs  of  Series  II,  dog  thyroid  experiments.  Experi- 
ment begun  May  23  and  photographed  7  days  later.  All  were  fed  50  mg.  of 
thyroid  every  other  day. 

No.  I  received  thyroid  containing  0.05  mg.  of  iodine  per  gm.  dried. 
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No  change  is  seen  in  Nos.  i,  2,  and  3  because  of  the  short  time  interval  and 
the  low  iodine  content  of  thyroid  used,  while  Nos.  4,  5,  and  6  show  the  charac- 
teristic increasing  effect  of  thyroid  paralleling  the  iodine  content. 
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(Lenhart:  Influence  of  Desiccated  Thyroid  Gland  upon  Tadpoles.) 
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EXPERIMENTAL  PNEUMONIA  (FRIEDLANDER  TYPE). 

By  warren  R.  SISSON,  M.D.,  and  I.  CHANDLER  WALKER,  M.D. 

{From  the  Departments  of  Medicine  and  Pathology  of  the  Harvard  Medical 
School  and  the  Peter  Bent  Brigham  Hospital,  Boston.) 

Plates  79  to  81. 

(Received  for  publication,  July  2,  191 5.) 

INTRODUCTION. 

Certain  cases  of  lobar  pneumonia  in  man  have  for  a  long  time  been 
considered  to  be  caused  by  Bacillus  mucosus  capsulatxis  (Fried- 
lander's  bacillus).  Although  this  view  has  been  repeatedly  ques- 
tioned, the  clinical  and  pathological  studies  offer  fairly  convincing 
evidence  in  its  support.^  Few  experirnental  studies  on  this  subject 
have  been  undertaken,  and  little  attempt  has  been  made  either  to 
reproduce  the  disease  in  animals  or  to  study  the  pathology  of  the 
early  stages  of  the  condition. 

Previoiis  Experimental  Work, 

Kokawa,*  working  with  guinea  pigs,  mice,  and  rabbits,  was  unable  to  repro- 
duce a  definite  lobar  pneumonia  with  Friedlander's  bacillus.  In  two  instances 
lesions  corresponding  more  nearly  to  bronchopneumonia  were  found.  Intra- 
tracheal and  direct  injections  of  bouillon  cultures  into  the  lung  were  the  methods 
employed.  Based  upon  a  very  limited  number  of  experiments,  Kokawa  con- 
cluded that  the  lung  could  be  infected  with  Friedlander's  bacillus  and  that  the 
infection  was  aerogenous  in-  origin.  Furthermore,  he  considered  that  the  bacilli 
were  able  to  cause  a  pneumonia  only  when  very  virulent  or  when  present  in 
great  numbers.  Certain  predisposing  factors,  according  to  this  author,  such  as 
trauma  of  the  lung  parenchyma,  are  necessary  for  the  production  of  the  patho- 
logical process.  Lamar  and  Meltzer,^  working  more  recently  on  the  subject  of 
experimental  pneumonia,  have  reproduced  the  disease  successfully  in  two  dogs 
after  intrabronchial  insufflation  of  the  organism.  The  pathological  findings  in 
this  work  are  not  described  in  detail. 

Technique  Employed  and  Results  of  Experiments. 

The  following  experimental  studies  are  based  upon  findings  in 

thirty-nine  cats.     The  cats  employed  for  the  most  part  were  excep- 

^  Sisson,  W.  R.,  and  Thompson,  C.  B.,  Am.  Jour.  Med.  Sc,  1915,  cl,  713. 

*  Kokawa,  J.,  Ztschr.  f.  Hyg.  u.  Infectionskrankh.,  1905,  1,  364. 

»  Lamar,  R.  V.,  and  Meltzer,  S.  J.,  Jour.  Ex  per.  Med.,  191 2,  xv,  133. 
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tionally  large,  well  nourished,  well  developed  animals.  They  had 
been  kept  in  confinement  for  but  a  very  short  time  and  showed  no 
evidence  of  snuffles  or  other  disease.  Each  cat  was  treated  as 
follows : 

2  gm.  of  urethane  were  given  subcutaneously  2  hours  before  the  operation. 
During  insufflation  the  cat  was  subjected  to  a  very  light  ether  anesthesia  which 
lasted  from  5  to  10  minutes. 

In  the  first  13  experiments,  the  operation  consisted  of  the  following  pro- 
cedures. With  the  animal  on  its  back,  the  mouth  was  held  open,  the  tongue 
pulled  forward  and  downward.  A  small  filiform  catheter  was  now  inserted 
between  the  vocal  cords  and  carefully  pushed  in  until  fairly  definite  resistance 
was  encountered,  indicating  that  the  tip  of  the  catheter  had  entered  a  bronchus. 
5  to  8  cc.  of  a  12  hour  culture  of  B.  mucosus  capsulaius  were  now  insufflated 
slowly  through  the  catheter  with  a  syringe. 

The  culture  used  in  this  first  series  of  experiments  was  recovered 
from  the  lung  exudate  of  a  patiefit  that  died  31  J/2  hours  after  the 
onset  of  the  first  symptoms.  The  organism  had  the  characteristics 
of  Bacillus  mucosus  capsulatus.  i  cc.  of  the  culture  employed,  in- 
jected intraperitoneally  into  a  medium  sized  guinea  pig,  killed  the 
animal  in  about  18  hours.  38.4  per  cent  of  the  cats  insufflated  with 
the  organism  in  this  manner  developed  definite  lobar  pneumonic 
processes  which  involved  entire  lobes  or  the  larger  portions  of  lobes. 
These  cats  all  yielded  positive  cultures  of  Bacillus  mucosus  capsu- 
latus from  the  heart's  blood  at  autopsy.  The  remaining  animals 
showed  pneumonic  processes  of  various  appearances.  In  some  of 
these,  entire  lobes  were  fairly  firm,  dark  red  in  color,  and  microscop- 
ically showed  almost  complete  atelectasis  of  the  tissue.  This  was 
sometimes  associated  with  marked  congestion  and  often  with  some 
alveolar  exudation.  Often,  small  hemorrhagic  areas  were  found;  in 
others,  lesions  typical  of  bronchopneumonia  occurred.  One  of  the 
cats  in  this  series  of  experiments  developed  a  pericarditis,  otherwise 
no  lesions  other  than  the  pulmonary  ones  were  found  at  autopsy. 
All  the  animals  that  showed  the  lobar  type  of  involvement  became 
extremely  prostrated  within  10  hours  after  the  insufflation.  After 
24  hours  the  animal  would  lie  in  a  semicomatose  condition.  The  cat 
was  usually  killed  as  shortly  before  a  probable  exitus  as  could  be 
estimated.  In  no  instance  did  the  animal  live  more  than  72  hours. 
In  two  instances  the  cats  were  found  dead  at  the  end  of  48  hours. 
The  following  experiments'*  will  serve  to  illustrate  the  course  of  the 

*  For  complete  series  of  experiments  see  Table  I. 
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disease  and  the  pathological  findings  in  the  cats  that  developed  lobar 
pneumonia  after  insufflation  of  cultures  of  Friedlander's  bacillus. 

Experiment  3. — Large,  well  developed,  well  nourished  cat.  7  cc.  of  culture 
were  insufflated  intrabronchially.  24  hours  later,  the  animal  was  found  in  a 
markedly  prostrated  condition,  semicomatose,  with  respiration  definitely  accel- 
erated, and  gray,  slimy,  viscid  material  exuding  from  the  mouth.  The  cat  was 
killed  at  this  time  with  chloroform. 

Autopsy  Findings. — The  right  inferior  lobe  is  enormously  enlarged,  being 
approximately  three  to  four  times  the  size  of  the  corresponding  lobe  on  the  left. 
The  visceral  pleura  over  the  enlarged  lobe  is  cloudy,  but  smooth.  The  left 
lung  weighs  9.5  gm.,  the  right  46  gm.  (The  normal  weights  are  about  9  and 
13  gm.  respectively.)  The  right  lower  lobe  is  firm  and  consolidated  except  for 
narrow  marginal  areas  where  alveolar  structure  can  be  made  out.  The  color 
is  in  general  dark  red  and  the  lobular  markings  are  accentuated  because  of 
injection  of  the  entire  lobular  lymphatics.  On  cross-section  the  cut  surface  is 
covered  with  a  large  amount  of  stringy,  mucoid,  slightly  sanguinous,  grayish 
material.  On  pressure,  this  can  be  easily  expressed  from  numerous  foci.  The 
surface,  on  removal  of  the  exudate,  presents  a  very  striking,  mottled,  marble-like 
appearance.  Poorly  defined,  gray  areas  are  surrounded  by  hemorrhagic  areas. 
No  clearly  defined  lobular  distribution  of  the  process  can  be  made  out.  Pieces 
of  the  lung  sink  in  water.  The  tissue  does  not  present  a  granular  appearance. 
Over  the  surface  of  the  left  superior  lobe,  about  the  hilus,  are  raised  (2  to  5  mm. 
in  diameter),  injected,  nodular  areas.  These,  on  cross-section,  represent  small, 
grayish,  circumscribed  foci  of  consolidation  with  hemorrhagic  margins.  The 
findings  elsewhere  show  nothing  remarkable. 

Cultures  taken  from  the  heart's  blood,  lung  exudate,  and  spleen  all  showed  a 
pure  culture  of  Bacillus  mucosus  capsulatus. 

Microscopic  Findings. — Sections  were  taken  from  various  portions  of  the 
right  inferior  lobe  and  fixed  in  formalin  and  Zenker's  fluid,  stained  in  hema- 
toxylin and  eosin,  methylene  blue,  and  also  by  Gram's  method.  All  the  sections 
show  alveolar  spaces  completely  filled  with  exudation  except  in  tissue  taken  from 
the  margin  of  the  lung.  Here  the  demarcation  between  air-containing  and  infil- 
trated lung  tissue  often  is  very  sharply  shown.  In  most  of  the  sections,  consoli- 
dation is  complete  and  does  not  suggest  a  focal  or  bronchopneumonia.  The 
alveolar  exudate  consists  chiefly  of  dense  blue-staining  masses  of  extracellular. 
Gram-negative,  capsulated  bacilli  and  polymorphonuclear  cells  (Fig.  3).  Scat- 
tered throughout  the  field  are  spaces  almost  completely  filled  with  red  blood  cells. 
Large  vacuolated  mononuclear  cells  are  rarely  seen.  Some  of  the  bronchi  are 
completely  filled  with  exudate,  others  are  air-containing. 

Sections  taken  from  the  focal  lesions  in  the  left  lung  show  alveolar  spaces 
about  bronchi  that  are  filled  with  exudate  similar  to  that  described  above. 

Experiment  5. — Large  adult,  male  cat.  Technique  the  same  as  in  the  previous 
experiment.  24  hours  after  insufflation  the  animal  is  markedly  prostrated,  refuses 
food,  is  dyspneic,  and  coughs.    Killed  28  hours  after  insufflation. 

Autopsy  Findings. — The  pleural  cavities  contain  no  free  fluid;  the  visceral 
pleura  of  the  right  inferior  lobe  is  somewhat  opaque.  The  left  lung  weighs  21 
gm.,  the  right  51  gm.    The  right  inferior  lobe  is  greatly  enlarged,  also  the  adjoin- 
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ing  middle  lobe  of  this  lung.  Both  are  very  much  redder  than  normal  and  in 
places  suggest  infarcted  lung  tissue.  The  consistence  is  firm,  non-crepitant,  ex- 
cept for  marginal  areas.  On  cross-section  the  surface  is  homogeneous  in  ap- 
pearance, and  moist  A  small  amount  of  seropurulent,  slightly  sanguinous  exu- 
date can  be  expressed  from  the  bronchi.  This  is  not  viscid  in  character.  The 
scraped  surface  has  a  slightly  granular  appearance. 

Cultures  taken  from  the  heart's  blood  and  from  the  lung  exudate  show  pure 
growth  of  characteristic  capsulated  bacilli. 

Microscopical  Findings. — Sections  taken  from  various  portions  of  the  con- 
solidated lung  were  fixed  in  Zenker's  fluid  and  formalin  and  stained  with 
methylene  blue  and  eosin  and  by  Gram's  method.  All  the  alveoli  are  completely 
filled  with  polymorphonuclear  cells.  Scattered  through  the  exudate  are  rare 
vacuolated,  large  mononuclear  cells,  few  capsulated  bacilli,  a  small  amount  of 
fibrin,  and  few  red  blood  cells.  The  capillaries  of  septal  walls  are  slightly 
dilated.  The  lumina  of  the  bronchi  contain  granular  coagulum  and  polymor- 
phonuclear leucocytes. 

Experiment  6. — Large,  well  nourished,  adult  cat.  The  technique  employed 
was  the  same  as  in  the  last  two  experiments.  The  animal  24  hours  after  insuffla- 
tion is  inactive,  refuses  food,  and  seems  somewhat  dyspneic.  48  hours  after 
injection  dyspnea  is  more  marked ;  found  in  semicomatose  condition.  Killed  at 
this  time. 

Autopsy  Findings, — The  left  lung  weighs  12  gm.,  the  right  42  gm.  The 
pleural  cavities  contain  no  free  fluid.  The  visceral  pleura  of  the  right  inferior 
lobe  is  somewhat  opaque.  This  lobe  is  greatly  enlarged.  The  entire  lobe  is 
apparently  completely  consolidated  and  is  moderately  firm  in  consistence.  On 
cross-section  the  surface  presents  an  almost  homogeneous  appearance.  It  is 
pink  to  light  red  in  color.  A  small  amount  of  mucopurulent  exudate  can  be 
scraped  off  with  the  edge  of  the  knife  and  expressed  from  the  bronchi.  Cultures 
from  the  heart's  blood  and  the  lung  exudate  show  a  pure  growth  of  capsulated 
bacilli. 

Microscopical  Findings. — Sections  were  taken  from  the  consolidated  lobe, 
fixed,  and  stained  as  in  the  previous  experiments.  They  show  alveolar  spaces 
uniformly  and  completely  filled  with  exudate.  This  everywhere  has  the  same 
characteristics,  and  consists  chiefly  of  poljrmorphonuclear  cells  and  few  large 
phagoc5rtic  mononuclear  cells,  often  containing  capsulated  Gram-negative  ba- 
cilli. There  are  a  few  red  blood  cells  and  little  fibrin  present  The  bronchi 
often  contain  a  similar  exudate. 

The  second  method  employed  to  reproduce  the  Friedlander  type 
of  pneumonia  was  the  direct  injection  of  bouillon  cultures  into  the 
femoral  vein.  Four  animals  received  5  cc.  of  a  culture  similar  to 
that  used  in  the  preceding  series.  These  showed  evidence  of  slight 
toxemia  within  twenty-four  hours  after  the  injection.  The  clinical 
picture  was  quite  different  from  that  in  the  preceding  experiments 
and  it  is  believed  that  all  the  animals  would  have  survived.  They 
were  killed  from  one  to  five  days  after  the  injection.  The  autopsies 
failed  to  show  any  pulmonary  lesions. 
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A  third  series  of  ten  animals  were  treated  as  follows:  The  ether 
anesthesia  was  followed  by  an  intrabronchial  insufflation  of  strong 
ammonia  fumes  for  a  period  of  thirty  seconds  to  one  minute.  In  this 
connection  it  should  be  stated  that  the  injury  to  the  lung  parench)mia 
produced  by  this  procedure  was  not  extensive.  In  the  majority  of 
animals  no  lesions  or  only  slight  hemorrhagic  foci  were  found  at 
autopsy  after  the  insufflation  of  ammonia  fumes.  The  fumes  were 
forced  in  through  a  catheter  by  blowing  through  a  series  of  bottles 
arranged  with  two-hole  stoppers.  In  most  instances  the  fumes 
elicited  definite  coughing.  Immediately  after  the  insufflation  of  the 
ammonia,  5  cc.  of  a  12  hour  bouillon  culture  of  Bacillas  mucosas 
capsulatus  were  injected  into  the  femoral  vein.  30  per  cent  of  these 
cats  developed  pulmonary  lesions  that  had  the  characteristics  of  lobar 
pneumonia.  In  each  of  these  cases  the  animals  developed  symptoms 
quite  similar  to  those  in  the  first  series  that  showed  lobar  pneumonic 
processes.  The  extreme  prostration  wjis  striking.  The  animals  in 
this  last  series  that  developed  no  ptrimonary  lesions  acted  like  those 
injected  intravenously  without  intrabronchial  insufflation.  The 
autopsy  findings  were  also  similar. 

Experiment  30  will  serve  to  illustrate  the  course  of  the  disease  and 
the  pathological  findings  in  a  cat  developing  a  lobar  pneumonia  56 
hours  after  the  intravenous  injection  of  the  organism  and  intrabron- 
chial insufflation  of  ammonia  fumes. 

Experiment  26. — Large,  well  nourished,  and  well  developed  cat.  24  hours 
after  injection  the  animal  is  markedly  prostrated,  refuses  food,  and  is  slightly 
dyspneic.  After  48  hours  it  is  in  a  semicomatose  condition  with  marked  dyspnea. 
It  attempts  to  hold  up  its  head  as  if  to  facilitate  respiration.  It  was  killed  at 
this  time. 

Autopsy  Findings. — ^The  pleural  cavities  contain  no  free  fluid.  The  visceral 
pleura  of  the  right  inferior  lobe  is  distinctly  opaque  and  is  covered  over  limited 
areas  by  a  thin  deposit  of  fibrin.  There  is  extreme  enlargement  of  this  lobe; 
it  is  firm,  non-crepitant,  and  apparently  completely  consolidated.  The  right  lung 
together  with  the  heart  was  preserved  in  Kaiserling's  solution  as  a  permanent 
specimen  (Fig.  i).  This  weighs  no  gm.  (normal  weight  30  to  35  gm.).  The 
inferior  lobe  is  dark  red  in  color  and  shows  poor  definition  of  lobules  with 
absence  of  alveolar  markings  except  along  the  margins.  The  cut  surface  of  the 
consolidated  lobe  (Kaiserling  preparation)  presents  a  non-homogeneous  appear- 
ance, but  apparently  is  diffusely  infiltrated  (Fig.  2).  Large  hemorrhagic,  poorly 
defined  areas  in  the  central  portion  are  everywhere  surrounded  by  gray,  slightly 
hemorrhagic  tissue.    The  process  does  not  suggest  a  lobular  distribution. 

Culture  taken  from  the  heart's  blood  shows  no  growth  after  48  hours. 
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Microscopical  Examination, — (Kaiser ling  material.)  Although  the  sections 
are  not  entirely  satisfactory,  the  alveolar  spaces  are  found  to  be  filled  with  an 
exudate  made  up  of  polymorphonuclear  cells,  many  capsulated  bacilli,  consid- 
erable coarse  fibrin,  many  red  blood  cells,  and  a  few  large  vacuolated  mononu- 
clear phagocytic  cells.  The  amount  of  exudate  varies  somewhat,  however;  no- 
where are  air-containing  alveoli  seen.  The  bronchi  often  contain  an  exudate 
similar  to  that  in  the  alveoli.    The  bronchial  epithelium  is  everywhere  intact 
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In  a  fourth  series  of  experiments,  various  strains  of  streptococci 
and  pneumococci  were  injected  intravenously  after  intrabronchial  in- 
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sufflation  of  ammonia  fumes,  as  in  the  previous  series.  The  organ- 
isms were  obtained  either  from  lung  punctures  or  from  the  lung 
tissue  of  patients  dying  of  lobar  pneumonia.  Eleven  cats  were 
each  given  5  cc.  of  a  24  hour  bouillon  or  hydrocele  fluid  culture  of 
the  various  organisms.  But  one  of  the  animals  developed  pulmo- 
nary lesions.  In  Experiment  29  after  the  injection  of  a  culture  of 
pneumococci  (Group  i)  a  very  early  lobar  pneumonia  was  found. 

SUMMARY. 

The  foregoing  experiments  show  that  in  cats  a  definite  lobar 
pneumonia  may  be  caused  by  Bacilltis  mucosas  capstdatus.  Judging 
both  from  the  clinical  course  and  from  the  pathological  findings,  this 
form  of  pulmonary  infection  differs  from  the  usual  pneumococcus 
types  of  pneumonia  and  closely  resembles  the  so  called  Friedlander's 
bacillus  or  Bacillus  pneumonia  in  man.  In  all  instances  in  which 
a  lobar  pneumonia  was  found  after  the  injection  of  the  bacillus,  a 
similar  organism  was  recovered  from  the  lung,  and  in  no  case  was 
this  associated  with  other  organisms.  The  course  of  the  disease  in 
cats  is  very  short,  the  animals  developing  early  symptoms  of  pro- 
found toxemia.  In  87  per  cent  of  the  animals  showing  a  lobar 
pneumonia  positive  blood  cultures  were  obtained.  The  pathological 
findings,  judging  from  the  early  stages  of  the  disease,  are  subject  to 
considerable  variation.  In  some  instances  the  process  may  suggest  a 
pseudolobar  or  confluent  lobular  distribution.  In  these  cases  the 
lung  has  a  mottled,  marble-like  appearance.  In  the  majority  of  cases, 
however,  the  process  gave  a  more  homogeneous  appearance,  suggest- 
ing a  diffuse  and  uniform  distribution.  Foci  of  hemorrhage  were 
not  uncommon  in  both.  Such  areas  cause  the  mottled  appearance 
sometimes  found.  In  all  instances  the  consolidated  lung  presents  a 
greater  infiltration  of  tissue  than  is  usually  seen  in  other  types  of 
experimental  pneumonia.  Although  the  exudate  as  seen  on  the  cut 
surface  may  be  abundant  and  especially  viscid  in  character,  this  is  not 
present  in  most  cases.  The  cut  surface  of  the  consolidated  lung 
does  not  present  a  granular  appearance.  The  histological  findings 
are  also  subject  to  considerable  variation.  In  most  instances  the 
infundibular  and  alveolar  spaces  are  completely  filled  with  an  exu- 
date made  up  chiefly  of  polymorphonuclear  cells.     Associated  with 
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these  are  the  capsulated  bacilli,  large  vacuolated  mononuclear  phago- 
cytic cells,  and  red  blood  cells,  and  occasionally  small  amounts  of 
fibrin.  The  organisms  may  vary  greatly  in  numbers.  Some  sections 
show  spaces  almost  completely  filled  with  bacilli.  The  contrast  be- 
tween spaces  containing  an  exudate  consisting  chiefly  of  polymorpho- 
nuclear forms  and  an  adjoining  one  filled  with  organisms  is  often 
striking  (Fig.  4).  The  bacilli  found  are  both  intra-  and  extra- 
cellular. 

The  large  vacuolated  cells  are  numerous  in  this  type  of  pneumonia. 
They  apparently  are  the  first  cells  to  become  phagocytic.  Often 
they  are  seen  to  contain  as  many  as  10  to  15  capsulated  bacilli,  while 
polymorphonuclear  cells  in  the  same  exudate  contain  no  organisms. 
The  histogenesis  of  these  cells  seems  to  be  somewhat  clearer  from 
the  study  of  these  early  stages  of  pneumonia.  In  many  instances 
one  sees  swollen,  partially  desquamated  epithelial  cells  along  the 
alveolar  wall.  These  closely  resemble  the  large  vacuolated  forms. 
Various  types  of  these  vacuolated  mononuclear  cells  were  observed. 
These  may  well  represent  stages  of  development  from  the  desqua- 
mating epithelial  cell  to  the  large  vacuolated  form.  Although  sim- 
ilar cells  may  arise  elsewhere,  we  have  been  led  to  regard  them  in 
our  studies  as  epithelial  in  origin  (Fig.  5). 

The  number  of  red  blood  cells  and  the  amount  of  fibrin  present 
in  the  exudate  vary  greatly.  Small  foci  consisting  of  alveolar 
spaces  filled  with  erythrocytes  are  not  uncommon.  The  fibrin  is  very 
much  less  abundant  than  in  most  types  of  pneumonia. 

From  the  above  experiments  it  is  seen  that  a  lobar  pneumonia  in 
cats  can  be  produced  at  least  by  two  methods,  either  by  intrabronchial 
insufflation  of  the  organism  or  by  direct  injection  into  the  veins, 
provided  that  in  the  latter  case  an  irritant  is  introduced  into  the 
lungs.  In  each  case  there  is  little  doubt  but  that  a  local  injury  of 
the  lung  parenchyma  was  produced.  Without  this  injury  (that  is, 
by  intravenous  injection  of  the  organism  alone),  no  pulmonary  lesion 
was  obtained. 

Further  studies  with  both  these  methods  must  be  undertaken  to 
ascertain  more  exactly  the  sequence  of  the  pathological  process.  It 
seems  probable  that  they  are  identical  in  each  case. 

The  results  obtained  from  the  second  method  employed  to  produce 
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a  lobar  pneumonia  offer  suggesrive  evidence  in  support  of  a  hematog- 
enous causation  of  this  disease  in  at  least  certain  instances.  It  is 
not  proposed  to  discuss  the  aerogenous  versus  hematogenous  theories 
at  this  time.  Kidd*^  has  recently  reviewed  the  subject  and  states  that 
the  aerogenous  theory  for  the  causation  of  pneumonia  is  most  widely 
held.  This  view  has  gained  credence  especially  since  the  work  of 
Meltzer  and  Lamar.  In  spite  of  this,  Kidd  emphasizes  the  fact  that 
based  on  our  knowledge  of  pulmonary  infections  in  man  and  upon 
theoretical  grounds  and  upon  certain  experimental  facts,  the  hema- 
togenous theory  seems  more  plausible. 

No  definite  conclusions  can  be  drawn  from  the  last  series  of  ex- 
periments. From  this  limited  study  it  seems  probable  that  lobar 
pneumonic  processes  are  produced  less  easily  after  intravenous  in- 
jection of  various  cocci  and  insufflation  of  irritating  substances  than 
by  similar  treatment  with  Friedlander's  bacillus. 

CONCLUSIONS. 

1.  A  typical  lobar  pneumonia  can  be  produced  in  cats  either  by 
mtrabronchial  insufflation  of  Bacillus  mucosus  capsulatus  (Fried- 
lander's  bacillus)  or  by  its  intravenous  injection,  provided  that  a 
local  injury  of  the  lungs  coexists. 

2.  Pathologically,  this  form  of  experimental  pneumonia,  although 
subject  to  considerable  variation,  has  distinctive  characteristics. 

The  authors  wish  to  take  this  opportunity  to  thank  Dr.  W.  T. 
Councilman  and  Dr.  H.  A.  Christian  for  valuable  suggestions  in  con- 
nection with  this  work;  and  Mr.  H.  S.  Aiken  for  the  accompanying 
illustrations. 

EXPLANATION  OF  PLATES. 
Plate  79. 

Fig.  I.  Photograph  of  right  lung  ( Experiment  26) ,  lateroposterior  view,  show- 
ing markedly  enlarged  consolidated  inferior  lobe  (about  actual  size). 

Fie.  2.  Cross-section  of  lung  and  heart  (Experiment  26),  as  seen  in  Fig.  I, 
showing  complete  consolidation  of  inferior  right  lobe  (about  actual  size). 

Plate  80. 
Fig.  3.    Section  from  consolidated  lung  (Experiment  3),  showing  the  char- 
acter of  the  exudate  (low  power).    A,  capsulated  bacilli;  B,  polymorphonuclear 
cells ;  Q  fibrin ;  D,  dilated  capillary  of  alveolar  wall. 

*  Kidd,  P.,  Lancet,  1912,  i,  1590. 
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Fig.  4.  Section  from  consolidated  lung  (Experiment  3),  showing  the  dif- 
ference in  the  character  of  the  exudate  in  adjoining  alveoli  (high  dry).  A, 
numerous  capsulated  bacilli ;  B,  poljrmorphonuclear  forms. 

Plate  81. 

Fig.  5.  Section  from  consolidated  lung  (schematic  reproduction)  (Experi- 
ment 8),  showing  vacuolated  t3rpe  of  cells  (oil  immersion).  A,  epithelial  cell  of 
alveolar  wall ;  B,  early  forms  of  desquamated  epithelial  cells,  showing  vacuoles ; 
Q  typical  large  vacuolated  cells  containing  capsulated  bacilli  and  pigment;  D, 
polymorphonuclear  cells  containing  capsulated  bacilli. 
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PLATE  79. 


Fig.  I. 


Fig.  2. 


(Sisson  and  Walker:  Experimental  Pneumonia.)         /  / 
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Fig.  3. 


Fig.  4. 

(Sisson  and  Walker:  Experimental  Pneumonia.) 
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PLATE  81. 


Fig.  s. 

(Sisson  and  Walker:   Experimental  Pneumonia.) 
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AN  EXPERIMENTAL  STUDY  OF  BLOOD  GLYCOLYSIS. 
THE  EFFECTS  OF  THYROID  AND  ADRENAL 
EXTRACTS  AND  PHLORHIZIN  ON  GLY- 
COLYSIS IN  VITRO. 

By  GEORGE  M.  MACKENZIE,  M.D. 

(From  the  Department  of  Pathology  of  the  College  of  Physicians  and  Surgeons, 
Columbia  University,  New  York.) 

(Received  for  publication,  June  17,  191 5.) 

Efforts  to  localize  and  measure  glycolysis  have  been  very  un- 
satisfactory, especially  since  the  theory  of  Cohnheim*  concerning 
glucose  destruction  by  the  combined  action  of  extracts  of  muscle  and 
pancreas  has  been  shattered  by  Levene  and  Meyer.^  Levene  and 
Meyer  showed  that  the  sugar  was  not  really  oxidized  in  such  mix- 
tures, but  converted  into  other  forms  which  fail  to  reduce  copper. 
Hydrolysis  of  the  resulting  fluid  restores  the  glucose  with  its  original 
power  of  reduction.  Nevertheless,  Levene  and  Meyer  admitted 
that  glycolysis  could  be  brought  about  by  leucoc)rtes,  and  many 
others  have  shown  that  if  blood  be  incubated  for  several  hours  the 
amount  of  glucose  remaining  is  distinctly  less  than  in  the  freshly 
shed  blood.  This  oxidation  of  glucose  in  the  blood  is  probably, 
however,  of  very  slight  physiological  importance. 

It  is  known  that  glycosuria  appears  after  the  injection  of  certain 
materials  into  the  body,  and  it  was  thought  desirable  to  determine,  if 
it  could  be  demonstrated  by  using  the  ordinary  blood  glycolysis  as  a 
test,  whether  these  substances  have  any  effect  upon  the  action  of  a 
sugar-splitting  enzyme.  It  was  realized  that  other  explanations  of 
their  action  are  generally  accepted  and  that  their  application  to  a 
somewhat  artificial  process  of  glycolysis  outside  of  the  body  might 
be  criticized.  Nevertheless,  the  experiments  were  made  to  learn 
whether,  in  any  degree,  they  could  act  to  inhibit  a  glycolytic  process. 

1  Cohnheim,  O.,  Zischr.  f.  physiol.  Chem.,  1904,  xlii,  401 ;  1906,  xlvii,  253. 
*  Levene,  P.  A.,  and  Meyer,  G.  M.,  Jour.  Biol.  Chem.,  191 1,  ix,  97. 
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EXPERIMENTAL. 

Study  of  Blood  Glycolysis.     Effects  of  Thyroid  and  Adrenal  Ex- 
tracts and  Phlorhizin  on  Glycolysis  in  Vitro, 

Method, 

Dogs  were  used  in  all  the  experiments.  The  animals  were  ethe- 
rized and  either  a  carotid  or  femoral  artery  exposed.  A  cannula, 
with  rubber  tube  attached,  was  inserted  in  the  artery  and  the  blood 
drawn  directly  into  a  sterile  bottle  containing  glass  beads.  The 
blood  was  defibrinated  and  20  cc.  portions  pipetted  off  and  placed 
in  sterile  150  cc.  Erlenmeyer  flasks  which  were  plugged  with  sterile 
cotton.  The  amount  of  reducing  substance  in  the  blood  drawn 
was  determined  immediately ;  in  most  of  the  experiments  duplicate 
portions  were  used.  Table  III  shows  the  difference  found  in  the 
duplicate  portions  of  the  same  blood.  The  other  portions,  after 
the  substances  being  studied  for  their  effect  on  glycolysis  had  been 
added,  were  placed  in  the  incubator  at  38°  C.  for  varying  periods  of 
time  and  then  the  reducing  substance  determined.  For  comparison 
of  the  rate  of  glycolysis  an  untreated  portion  of  the  same  blood  was, 
in  each  case,  incubated  along  with  the  treated  portions. 

In  all  the  determinations  the  protein  was  precipitated  with  col- 
loidal ferric  hydroxide  and  sodium  sulphate^  and  the  reducing  sub- 
stance found  by  the  method  of  Bertrand.^ 

Inasmuch  as  only  comparative  values  were  sought  rather  than  an 
accurate  determination  of  the  normal  blood  sugar  level  of  the  dog, 
no  effort  was  made  to  avoid  the  effects  of  excitement,  struggling, 
and  ether.  The  figures,  therefore,  are  somewhat  higher  than  those 
of  Shaffer,'^  Embden,  Liithje,  and  Liefmann,®  who  eliminated  these 
factors  as  completely  as  possible.  Shaffer's  results  varied  between 
0.02  and  0.065  per  cent,  Embden,  Liithje,  and  Liefmann's  between 
0.057  ^i^d  0.088  per  cent.  Macleod^  gives  the  figures  of  several  ob- 
servers which  vary  between  0.086  and  0.207  per  cent.  His  own 
vary  between  0.079  and  0.205  per  cent. 

8  Rona,  P.,  and  Michaelis,  L.,  Biochem.  Ztschr,,  1908,  vii,  329.  Macleod,  J.  J. 
R.,  Diabetes,  London,  1913,  28. 

*  Bertrand,  G.,  Bull  de  la  Soc.  chim,  de  Paris,  1906,  xxxv,  1285. 

^  Shaffer,  P.  A.,  Jour,  Biol,  Chetn.,  191 4,  xix,  297. 

®  Embden,  G.,  Liithje,  H.,  and  Liefmann,  E.,  Beitr,  s.  chem,  Phys.  u.  Path,, 
1907,  X,  265. 

^  Macleod,  loc,  cit.;  Jour,  Biol,  Chem.,  1913,  xv,  497. 
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In  all  the  experiments  sterile  conditions  were  maintained  as  far  as 
possible.  Cultures  were  taken  from  the  incubated  blood  in  the  first 
few  experiments.  A  few  of  these  were  contaminated  but  most  of 
them  were  sterile.  To  determine  the  effect  of  contamination  upon 
the  rate  of  disappearance  of  reducing  substance,  duplicate  portions 
of  the  same  blood  were  incubated  for  the  same  period  of  time,  one 
under  aseptic  conditions,  the  other  without  sterile  glassware  and 
without  any  effort  to  avoid  contamination.  The  results  are  shown 
in  Table  I.  The  loss  of  reducing  substance  is  tabulated  here,  and 
in  other  tables  that  follow,  as  percentile  glycolysis,  which  expresses 
the  ratio  of  the  amount  of  sugar  lost  during  incubation  to  the  amount 

sugar  lost  per  loo  cc. 


originally  present;  i,e., 
percentile  glycolysis. 


sugar  originally  present  per  loo  cc. 


TABLE  I. 

Comparative  Values  for  Blood  Glycolysis  under  Sterile  and  Non-Sterile 

Conditions. 


Experi- 
ment, 

Glucose  before 
ncubation. 

•  Condition  of  blood  dur-        DuratioQ  of 
ing  incubation.          j      incubation. 

(}Iucose  after 
incubation. 

Percentile 
glycolysis. 

I 

II 

III 

per  cent 
0.130 

0.130 

O.IOO 

(Sterile 

I  Non-sterile 

(Sterile 

I  Non-sterile 

(  Sterile 

I  Non-sterile 

krs, 
3 
3 
3 
3 
3 
3 

per  cent 

0.073 
0.076 

0.075 
0.073 
0.074 
0.07s 

43.8 
41.5 
42.3 
43.8 
26.0 
25.0 

From  this  it  appears  that  the  difference  in  the  amount  of  glycoly- 
sis taking  place  in  sterile  and  contaminated  blood  during  a  period  of 
three  hours'  incubation  is  within  the  limits  of  experimental  error, 
and,  therefore,  that  failure  to  maintain  sterile  conditions  probably 
has  little  or  no  effect  on  the  amount  of  glycolysis  occurring  within 
a  period  of  three  hours. 

In  order  to  determine  how  much  variation  there  might  be  in  the  rate  of 
glycolysis  in  several  portions  of  the  same  blood  taken  at  the  same  time  and  kept 
under  the  same  conditions,  three  20  cc.  portions  of  the  same  blood  were  incubated 
in  separate  flasks  and  the  percentage  of  sugar  then  determined.  The  results  are 
shown  in  Table  II. 
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TABLE  II. 


Variations  in  the  Amount  of  Glycolysis  in  Several  Portions  of  the  Same  Blood. 


Experi- 
ment. 

Glucose  before 
incubation. 

Portions. 

Duration  of 
incubation. 

Glucose  after 
incubation. 

Percentile 
glycolysis. 

I 
II 

Per  cent 

O.IOO 

0.130 

B 
KC 

(A 
B 

[c 

hrs. 
3 
3 
3 

3 
3 
3 

per  cent 
0.069 
0.074 
0.073 

0.070 
0.073 
0.075 

31.0 
26.0 
27.0 

46.1 
43.8 
42.3 

This  indicates  that  different  portions  of  the  same  blood  under  iden- 
tical conditions  show  very  slight  variation  in  the  rate  of  glycolysis, 
and  this  factor,  therefore,  does  not  explain  irregularities  in  the  re- 
sults after  adrenalin,  thyroid  extract,  and  phlorhizin  have  been 
added  to  the  blood. 

Table  III  is  given  to  show  the  amount  of  experimental  error  by  the  methods 
used.    The  greatest  diflference  fotmd  was  about  3  per  cent. 

TABLE  III. 
Percentage  of  Blood  Sugar  in  Two  Portions  of  the  Same  Blood, 


Portions. 

I 

3 

3  !   4 

5 

6 

7 

8 

Percentage  of  blood 
sugar  

A 
B 

O.IIO 

0.112 

0.099 
0.096 

1 
0.174  1  0.176 
0.172  1  0.17s 

O.IOO 
O.IOI 

O.I  75 

0.173 

0.I3I 
0.129 

0.133 
0.I3S 

Effect  of  Fresh  Thyroid  Extract  upon  Blood  Glycolysis. 

The  results  of  experimental  work  upon  the  relation  of  the  thyroid 
secretion  to  carbohydrate  metabolism  are  somewhat  conflicting. 
Macleod®  after  reviewing  the  work  that  has  been  done  concludes 
that  the  thyroid  glands,  in  so  far  as  carbohydrate  metabolism  is 
concerned,  have  no  direct  influence  whatever.  The  results  which 
some  observers®  have  obtained,  tending  to  show  that  the  thyroid  fur- 
nishes a  substance  which  lowers  the  assimilation  limit  for  dextrose, 
he  ascribes  to  parathyroid  effect. 

Clinical  observations  on  the  blood  sugar,  glycosuria,  and  dextrose 
assimilation  limit  in  cases  of  hyperthyroidism  and  hypothyroidism 

8  Macleod,  Diabetes,  London,  1913,  104. 

»  Eppinger,  H.,  Falta,  W.,  and  Rudinger,  C,  IVien.  klin.  Wchnschr.,  1908,  xxi, 
241 ;  Ztschr.  f.  klin,  Med.,  1908,  Ixvi,  i ;  1909,  Ixvii,  380. 
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seem  to  indicate,  however,  that  the  gland  does  have  some  effect  upon 
carbohydrate  metabolism.  When  the  thyroid  is  supplying  the  blood 
with  abnormally  large  quantities  of  its  secretion,  the  blood  sugar 
rises,  glycosuria  often  appears,  and  the  dextrose  assimilation  limit 
is  lowered.  The  reverse  is  the  case  in  myxedema.  If  the  thyroid 
secretion  could  be  shown  to  contain  an  anti  ferment  it  might  act 
simply  by  preventing  the  sugar-splitting  ferments  of  the  blood  and 
tissues  from  oxidizing  the  carbohydrate.  This  would  result  in 
hyperglycemia,  glycosuria,  and  lowered  tolerance  for  glucose.  The 
following  four  experiments  were  done  to  determine  whether  such 
an  anti  ferment  could  be  extracted  from  the  gland. 

Thyroid  extract  was  prepared  by  extirpating  the  entire  gland  of  a  dog,  and 
grinding  it  up  in  a  sterile  mortar  with  sterile  normal  salt  solution  or  sterile 
Ringer  solution,  care  being  taken  to  exclude  the  parathyroids  in  so  far  as  possi- 
ble. The  amount  of  extract  used,  whether  5  or  10  cc,  represented  one  entire 
gland.  The  extract  was  added  to  the  blood  taken  from  another  animal  and  the 
mixture  incubated.  Controls  with  the  amounts  of  Ringer  solution  or  saline 
used  in  the  extract  were  incubated  at  the  same  time.  For  comparison  one  por- 
tion of  untreated  blood  was  incubated  for  the  same  period.  The  results  are 
shown  in  Table  IV. 

TABLE  IV. 


Experi- 
meat. 


Glucose  I 
before  in-^ 
[cuat  o  n. 


Mixtures  incubated. 


Duration  of 
incubation. 


Blood 
sugar  after 
incubation. 


Percen- 
tile gly- 
colysis. 


IX 


XI 


XII 


per   eni^ 
0.098 


0.173 


0.175 


0.152 


I  C  Blood  20  cc.  +  10  cc.  fresh  thyroid  extract 

I  •*       **  "    "   "    "  Ringer  solution 

L  untreated 

r  *.       •«  ««   _!_  5  cc.  freah  thyroid  extract 

I  "       "  "    **  **  "    Ringer  solution 

L  imtreated 

r  ««       •<  ««    -|.  5  cc.  fresh  thyroid  extract 

I  *•       **  **    **  **  '*    Ringer  solution 

[  <«       .1  4«    untreated 

[  **       '*  "    +  5  cc.  fresh  thyroid  extract 

I  *'       •*  **    *•  •*   '*   0.9  per  cent  sodium 

I  chloride 
[  Blood  20  cc.  untreated 


hrs, 
3 
3 
3 

3H 
3H 
3H 

2H 

2H 


per  cent 
0.060 
0.054 
0.080 

0.096 
0.106 
0.1 19 

0.132 
0.138 
0.145 

0.094 

0.088 
0.103 


39.7 
44.8 
18.4 

44.5 
38.7 
31.1 

24.6 
21. 1 
17.1 

38.1 

42.1 
32.2 


From  these  results  one  cannot  conclude  that  the  thyroid  secretion 
contains  any  substance  which  materially  affects  the  rate  of  glycolysis 
in  vitro.     In  each  case  there  is  apparently  some  acceleration  of 
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glycolysis  both  in  the  flask  containing  the  extract  and  in  the  flask 
containing  the  Ringer  or  physiological  salt  solution.  In  Experiment 
IX  the  acceleration  is  well  marked,  in  the  others,  slight.  Possibly 
this  is  due  simply  to  the  dilution,  because  in  the  experiment  in 
which  the  glycolysis  was  most  marked  the  dilution  was  greatest 
The  experiments  do  not,  of  course,  settle  the  question  of  whether 
or  not  the  thyroid  gland  furnishes  an  anti ferment  which  inhibits 
glycolysis;  it  is  possible  that  the  gland  contains  such  a  substance 
but  that  it  is  not  extracted  by  the  methods  used.  To  the  extent, 
however,  that  the  conditions  of  glycolysis  in  vitro  are  similar  to 
glycolysis  in  circulating  blood,  they  furnish  an  argument  against 
the  hypothesis  that  the  thyroid  gland  affects  carbohydrate  metabol- 
ism by  inhibiting  ferment  action. 

Effect  of  Adrenalin  on  Blood  Glycolysis. 

Blum,*^  fourteen  years  ago,  showed  that  subcutaneous  or  intrave- 
nous administration  of  adrenal  extract  causes  glycosuria..  Since 
then  this  work  has  been  abundantly  confirmed,  and  it  has  been 
shown  that  adrenalin  regularly  causes  a  hyperglycemia.  Experi- 
ments of  Pollak^^  showed  that  adrenalin  produces  glycosuria  even 
after  the  resection  of  the  splanchnic  nerve,  while  the  work  of  Claude 
Bemard^^  and  Eckhard  demonstrated  that,  after  such  resection, 
puncture  of  the  floor  of  the  fourth  ventricle  is  not  followed  by  gly- 
cosuria. The  adrenalin  is,  therefore,  thought  to  act  by  stimulating 
the  peripheral  sympathetic  nerve  endings  in  the  liver.  Moreover, 
it  causes  the  hyperglycemia  even  in  animals  whose  livers  have  been 
rendered  glycogen-free  by  starvation.  This  is  thought  to  be  due  to 
the  production  of  sugar  from  protein.  Despite  these  explanations 
of  the  action  of  adrenalin  in  the  production  of  hyperglycemia  and 
glycosuria,  it  seemed  to  be  worth  while  to  determine  whether  or  not 
the  adrenal  secretions  contain  a  substance  acting  as  an  antiferment. 
With  this  possibility  in  mind  the  following  experiments  were  done. 

10  Blum,  R,  Deutsch.  Arch,  f.  klin.  Med.,  1901,  Ixxi,  146. 

11  Pollak,  L.,  Arch,  f,  exper.  Path.  u.  Pharmakol.,  1909,  Ixi,  149. 

12  Bernard,  C,  Legons  sur  la  physiologic  et  la  pathologic  du  systeme  nerveux, 
Paris,  1858. 


Digitized  by 


Google 


George  M.  Mackenzie. 


763 


Parke,  Davis  and  Co.  adrenalin  was  used.  Quantities  var3ring  from  i  to  5  cc. 
were  added  to  20  cc.  portions  of  blood  and  the  mixtures  incubated  for  varying 
periods.  The  sugar  content  of  the  blood  was  determined  immediately  after 
drawing  the  blood,  and  in  the  incubated  portions  immediately  after  the  expira- 
tion of  the  period  of  incubation.  A  portion  of  imtreated  blood  was  also  incu- 
bated for  comparison. .  The  results  are  shown  in  Table  V. 

TABLE  V. 


Experiment 
No. 

Adrenalin 

Glucose 
before  incu- 

Duration of 
incubation 

Glucose 
after  incu- 

PercenUle 

Glucose  in 
untreated 

Percentile 
glycolysis 

z:x,ooo. 

bation. 

at380C. 

bation. 

glycolysis. 

blood  after 
incubation. 

in  untreated 
blood. 

CC. 

per  cent 

hrs. 

per  cent 

per  cent 

IX 

5 

0.098 

3 

0.039 

60.2 

0.080 

18.3 

X 

5 

0.173 

3H 

0.102 

41.0 

0.119 

31.I 

XI 

5 

0.175 

2H 

0.150 

14.2 

0.145 

I7.I 

XIII 

5 

0.152 

3 

0.064 

57.8 

0.103 

32.2 

XIV 

I 

O.IOO 

2}i 

0.049 

51.0 

0.037 

63.0 

XIV 

2 

O.IOO 

2H 

0.043 

57.0 

0.037 

63.0 

XIV 

3 

O.IOO 

2H 

0.044 

56.0 

0.037 

63.0 

XV 

2 

0.174 

5 

0.124 

28.8 

0.120 

31.0 

In  Experiments  IX  and  XIII  the  blood  with  added  adrenalin 
showed  a  definite  acceleration  of  glycolysis  as  compared  with  the 
imtreated  blood.  In  Experiment  IX  about  three  times  as  much  re- 
ducing substance  disappeared  from  the  adrenalin  blood  as  from  the 
untreated  blood,  in  Experiment  XIII  a  little  less  than  twice  as  much. 
In  the  other  experiments  the  difference  in  the  percentile  glycolysis 
between  the  treated  and  the  untreated  blood  was  so  slight  as  to  be 
almost  within  the  limits  of  experimental  error. 

The  results  are  so  irregular  that  one  is  not  justified  in  concluding 
that  adrenalin  contains  any  substance  which  either  accelerates  or 
inhibits  blood  glycolysis.  The  explanation  of  the  apparent  accelera- 
tion in  two  experiments  is  not  clear. 

Effect  of  Phlorhisin  on  Blood  Glycolysis, 

It  is  believed  that  the  glycosuria  after  administration  of  phlo- 
rhizin^^  results  from  the  power  of  phlorhizin  to  render  the  kidney 
more  permeable  to  sugar  in  the  blood,  thus  lowering  the  thresh- 
old for  sugar  excretion.  There  is  usually  a  hypoglycemia.  Be- 
yond the  fact  that  phlorhizin  renders  the  kidney  more  permeable  to 

1'  For  a  full  discussion  and  complete  bibliography  of  phlorhizin,  see  Lusk,  G., 
Ergebn.  d.  Physiol,  1912,  xii,  315. 
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The  possibility  of  its  acting  as 


glucose,  liftle  is  known  of  its  action, 
an  antiferment  suggested  itself. 

Phlorhizin  in  vandng  amounts  was  dissolved  in  sodium  bicarbonate  solution, 
warm  Ringer  solution,  and  blood  serum,  and  then  added  to  blood  whidi  was 
incubated  for  varying  periods.  Dry  phlorhizin  also  was  added  to  blood  in  one 
experiment.  The  amount  of  reducing  substance  lost  during  the  incubation  of 
these  mixtures  was  compared  with  the  loss  of  reducing  substance  from  an  un- 
treated portion  of  the  same  blood  taken  at  the  same  time  and  incubated  for  the 
same  period.    The  results  are  shown  in  Table  VI. 


TABLE  VI. 

Dura- 

Glucose 

PfTCeii- 

Experi- 
ment 

Glucose 

tion  of 

Glucose 

iPerccn- 

in  un- 

Uepi^- 

Phlorhi. 

Solvent. 

before 

incuba- 

after in- 

ulegiy-    *?«»««? 

colyw 

No. 

zin. 

incuba- 

tion at 

cubation. 

colysis.       blood 

inuB- 

tion. 

38OC. 

after  in- 

treated 

cubation. 

blood. 

mg. 

per  cent 

hrs. 

per  cent 

per  cent 

Ill 

20 

I  cc.  2  per  cent  sodium  bi- 

0.102 

2 

0.077 

24.5       0.083 

18.6 

carbonate 

IV 

100 

5  cc.  2  per  cent  sodium  bi- 
carbonate 

0.IS2 

3 

0.103 

32.2 

0.93 

38.8 

V 

100 

5  cc.  2  per  cent  sodium  bi- 
carbonate 

o.isi 

3 

0.107 

29.1 

0.102 

32.4 

VIII 

100 

5  cc.  2  per  cent  sodium  bi- 
carbonate 

0.144 

2H 

0.095 

34-2 

0.126 

12.5 

IX 

50 

5  cc.  Ringer  solution 

0.098 

3 

0.162 

39-6 

0.80     1 

18.3 

X 

so 

5 

0.174 

2H 

0.132 

24-7 

0.119  ' 

31.2 

XIII* 

6o 

10  cc.  serum 

0.152 

3 

0.185 

26.S 

0.103 

32.2 

XV 

100 

Dry 

0.174 

5 

0.142 

18.4 

O.I  20 

31-0 

XV 

50 

5  cc.  Ringer  solution 

0.174 

5 

0.109 

370 

0.120 

310 

*  In  this  experiment  deduction  was  made  for  the  amount  of  sugar  contained 
in  the  10  cc.  of  serum  used  to  dissolve  the  phlorhizin.  The  phlorhizin  was  partly 
in  solution  and  partly  in  suspension. 

In  six  of  the  nine  experiments  the  difference  in  the  percentile 
glycolysis  between  the  phlorhizin  and  the  untreated  blood  was  not 
more  than  7  per  cent.  This  difference  is  too  slight  to  justify  an 
inference  that  the  phlorhizin  affected  the  rate  of  glycolysis.  In 
Experiment  VIII  there  was  apparently  an  acceleration  of  the  gly- 
colytic process;  in  Experiment  XV  apparently  a  retardation;  in 
Experiment  IX  instead  of  a  loss  during  the  period  of  incubation 
there  was  an  increase  of  39  per  cent  in  the  amount  of  reducing 
substance.  I  cannot  give  any  satisfactory  explanation  for  this. 
From  these  results  one  cannot  conclude  that  phlorhizin  has  any 
effect  upon  the  rate  of  glycolysis. 
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CONCLUSIONS. 

1.  Blood  glycolysis  in  vitro  during  a  period  of  three  hours'  incu- 
bation proceeds  at  practically  the  same  rate  under  sterile  conditions 
and  when  no  effort  is  made  to  prevent  contamination. 

2.  Fresh  thyroid  extract,  adrenalin,  and  phlorhizin  do  not  con- 
tain any  substances  which  have  a  constant  effect  upon  the  rate  of 
blood  glycolysis  outside  of  the  body.  No  evidence  of  the  presence 
of  an  antiferment  was  found. 

It  is  a  great  pleasure  to  express  my  indebtedness  to  Professor 
W.  G.  MacCallum,  under  whose  direction  this  work  was  done. 
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DIET  AND  TUMOR  GROWTH. 

By  WILLIAM  H.  WOGLOM,  M.D. 
(From  Columbia  University,  George  Crocker  Special  Research  Fund,  New  York.) 

(Received  for  publication,  July  7,  1915.) 

One  of  the  most  important  among  many  papers  dealing  with  the 
relations  between  food  and  tumor  growth  was  recently  published  by 
Van  Alstyne  and  Beebe,^  who  found  that  a  transplantable  neoplasm 
known  as  the  Buffalo  rat  sarcoma  grew  better  when  the  hosts  were 
fed  on  a  diet  containing  carbohydrates  (especially  lactose)  than  when 
they  were  kept  on  a  non-carbohydrate  regimen,  provided  that  these 
substances  were  administered  continuously  for  several  weeks  before 
inoculation.  The  enhanced  suitability  of  the  lactose-fed  animals 
was  sometimes  shown  by  both  increased  inoculation  percentage  and 
more  vigorous  proliferation  of  the  tumors,  at  other  times  by  rapid 
growth  alone,  the  percentage  in  the  latter  case  being  similar  to  that 
obtaining  for  the  controls.  If  these  findings  were  applicable  to  all 
propagable  neoplasms,  the  authors  point  out,  it  might  be  possible  to 
rescue  a  poorly  growing  tumor,  or  to  obtain  large  amounts  of  tissue 
for  experimental  purposes;  it  is  evident,  also,  that  the  labor  and 
expense  incidental  to  adapting  spontaneous  new  growths  for  trans- 
plantation could  be  materially  curtailed  by  the  simple  expedient  of 
keeping  on  hand  a  number  of  lactose- fed  animals,  a  possibility  which 
demanded  th^  fullest  investigation. 

Unfortunately,  the  various  carcinomata  employed  in  the  following 
experiments  dp  not  appear  to  be  stimulated  by  the  administration  of 
lactose,  although  this  was  given  in  some  instances  throughout  a 
period  much  longer  than  that  regarded  by  Van  Alst)me  and  Beebe  as 
sufficient;  hence,  transplantable  neoplasms  must  vary  in  regard  to 
their  sensitiveness  toward  qualitative  differences  in  diet,  as  Rous* 

1  Van  Alstyne,  E,  V.  N.,  and  Beebe,  S.  P.,  Jour.  Med,  Research,  1913-14.  N. 
S.,  xxiv,  217. 

2  Rous,  P.,  Proc,  N.  Y.  Path,  Soc,  1914,  N.  S.,  xiv,  126;  Jour.  Exper,  Med., 
1914,  XX,  433. 
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has  shown  they  differ  in  respect  of  their  reaction  toward  quantita- 
tive differences,  or  else  the  findings  of  these  authors  must  be  referred 
to  the  intervention  of  some  uncontrolled  factor. 

Two  objections  may  be  urged  against  their  experiments.  These 
are,  first,  that  their  rats  may  not  have  been  of  the  same  breed,  and 
consequently  may  not  have  been  equally  susceptible  to  the  tumor; 
and,  secondly,  that  the  Buffalo  rat  sarcoma  is  one  of  the  most  erratic 
of  all  the  transplantable  neoplasms  now  under  investigation.  Thus, 
as  Wood  and  McLean^  have  recently  pointed  out  in  a  communica- 
tion from  this  laboratory,  it  frequently  undergoes  spontaneous  ab- 
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Text-Fig.  i.    Experiment  i.    Normal  untreated  rats  bearing  the  BuflFalo  rat 
sarcoma  and  divided  into  two  groups  of  twelve  each  immediately  after  inoculation. 

«  Wood,  F.  C,  and  McLean,  E.  H.,  Proc.  Soc.  Exper.  Biol,  and  Med.,  1914-15, 
xii,  135. 
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sorption;  again,  its  growth  is  irregular  to  the  highest  degree,  as  Text- 
figs.  I,  2,  and  3  will  demonstrate.  These  three  figures,  reproducing 
pages  from  the  book  in  which  the  routine  transplantations  of  this 
tumor  are  charted,  show  how  variable  is  its  growth  even  in  normal 
untreated  rats  of  the  same  age  and  breed  kept  under  similar  condi- 
tions and  fed  on  the  same  diet,  and,  at  the  same  time,  suggest  the 
employment  of  a  more  stable  neoplasm  for  cancer  research. 
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Text-Fig.  2.  Experiment  2.  Normal  untreated  rats  bearing  the  Buffalo  rat 
sarcoma  and  divided  into  two  groups  immediately  after  inoculation. 

To  rule  out  as  far  as  possible  the  two  variables  just  cited,  the  ex- 
periments were  repeated  on  mice  of  the  same  breed,  and  with 
transplantable  carcinomata,  since  these  are  generally  somewhat  more 
uniform  than  the  sarcomata  in  their  behavior.  Various  growths 
were  employed,  possessing  this  characteristic  in  common,  that  their 
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proliferative  capacity  was  not  of  the  highest;  any  stimulation,  there- 
fore, howsoever  slight,  would  become  immediately  apparent.  Among 
the  mouse  carcinomata,  Crocker  Fund  tumors  Nos.  15,  46,  and  58 
have  an  average  inoculation  percentage  of  about  60,  grow  rather 
slowly,  and  sometimes  undergo  spontaneous  absorption,  while  the 
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It  CM. 

Text-Fig.  3.    Experiment  3.    Normal  untreated  rats  bearing  the  Buffalo  rat 
sarcoma  and  divided  into  two  groups  immediately  after  inoculation. 

Ehrlich  carcinoma  (Ehrlich's  " Stamtn  33")  grows  in  from  70  to 
100  per  cent  of  engrafted  animals,  and  does  not  often  retrogress. 
Two  spontaneous  mammary  carcinomata,  Nos.  36  and  46,  were  also 
used,  and,  finally,  the  Flexner-Jobling  rat  adenocarcinoma,  with  an 
inoculation  percentage  of  from  50  to  100,  moderate  growth  energy, 
and  a  rather  pronounced  tendency  to  regress. 

The  lactose  added  in  these  experiments  to  the  regular  laboratory 
regimen  of  bread  and  vegetables  was  given  in  lard,  sufficient  of  this 
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Text-Fig.  4.    Experiment  4.    3^.    Nos.  i  to  22,  normal  control  mice;  avcr- 

age  weight  15  gm.  Nos.  23  to  41,  mice  fed  with  lactose  for  about  six  months; 
average  weight  22  gm.  Both  groups  inoculated  in  the  right  axilla  with  0.02  gm. 
of  tumor  by  the  needle  method. 
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Experiment  4. — (Text-fig.  4.)  Only  one  mouse  (No.  23)  among  the  lactose- 
fed  had  a  larger  tumor  than  the  controls,  while,  totally  cancelling  this  almost 
negligible  diflFerence,  the  inoculation  percentage  was  a  little  higher  in  the  control 
series.  If  the  lactose  exerted  any  eflFect  at  all  in  this  group,  and  in  Experiment 
6,  it  was  merely  to  make  older  mice  almost  or  quite  as  susceptible  as  their 
yoimger  controls,  a  receptivity  far  below  that  described  by  Van  Alstjme  and 
Beebe.  The  tumor  in  No.  25  was  intra-abdominal,  a  fact  which  accounts  for  its 
late  discovery. 

Experiment  5. — (Text-fig.  5.)  Here  the  tumors  in  the  control  mice  were 
larger  than  those  in  the  lactose-fed,  the  inoculation  percentage  being  identical 
in  the  two  series. 
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Text-Fig.  5.    Experiment  5.    •^.    Nos.  i  to  6,  normal  control  mice;  average 

weight  27  gm.  Nos.  7  to  12,  mice  fed  with  lactose  for  about  six  months ;  average 
weight  25  gm.  Both  groups  inoculated  in  the  right  axilla  with  0.02  gm.  of  tumor 
by  the  needle  method. 

mixture  being  put  into  the  cages  to  have  some  still  remaining  at  the 
next  feeding,  and  it  was  continued  in  each  case  until  the  termination 
of  the  experiment ;  the  controls  received  only  bread  and  vegetables. 
Save  for  this  difference  in  food,  the  lactose-fed  animals  and  their 
controls  were  kept  under  identical  conditions  throughout.  Ingestion 
of  the  lactose  was  proved,  for  the  rats  at  least,  by  examination  of 
the  stomach  contents  (Experiment  12),  those  of  the  group  fed  with 
ih\9  substance  reducing  Fehling's  solution  in  every  case,  a  reaction 
which  did  not  take  place  in  any  of  the  controls.     Except  in  Experi- 
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Experiment  6, — (Text-fig.  6.)  Between  the  two  groups  there  was  but  slight 
diflFerence,  either  in  the  rate  at  which  the  tumor  had  grown  or  in  the  inoculation 
percentage. 

Experiment  7. — (Text-fig.  7.)  In  this  experiment  the  tumors  in  the  lactose- 
fed  were  a  little  larger  than  those  in  the  controls,  but  the  inoculation  percentage 
was  about  the  same. 
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Text-Fig.  7.    Experiment  7.    — ^.    Nos.  i  to  10,  normal  control  mice.    Nos. 

99IJ 

II  to  24,  mice  fed  with  lactose  for  about  two  months.    Both  groups  inoculated 

in  the  right  axilla  with  o.oi  gm.  of  tumor  by  the  needle  method.    On  account  of 

an  oversight,  the  mice  of  this  experiment  were  not  weighed. 

ments  4,  6,  and  12,  the  weights  of  the  animals  were  approximately 
equal.  In  4  and  6,  however,  the  controls  set  aside  at  the  beginning 
of  the  experiment  had  to  be  replaced  by  younger  animals  of  the  same 
breed,  as  they  had  all  died  when  the  time  came  for  inoculation.    For 
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Text-Fig.  8.  Experiment  8.  -^.  Nos.  i  to  i8,  normal  control  mice;  aver- 
age weight  15  gm.  Nos.  19  to  36,  mice  fed  with  lactose  for  about  one  month. 
Average  weight  17  gm.  Both  groups  inoculated  in  the  right  axilla  with  0.02  cc 
of  a  tumor  emulsion  by  the  syringe  method. 
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Experiment  8. — (Text-fig.  8.)  The  tumors  were  somewhat  larger  in  the  con- 
trol mice,  and  the  inoculation  percentage  was  practically  similar  in  the  two 
groups. 

Experiment  p. — (Text-fig.  9.)  Here  the  tumors  were  a  trifle  larger  in  the 
lactose-fed  series,  though  the  inoculation  percentages  were  approximately  equal 
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Text-Fig.  9.    Experiment  9.     -5-.    Nos.  i  to  10,  normal  control  mice ;  aver- 

40 

age  weight  16  gm.    Nos.  11  to  22,  mice  fed  with  lactose  for  about  six  weeks; 

average  weight  17  gm.    Both  groups  inoculated  in  the  right  axilla  with  0.02  cc. 

of  a  tumor  emulsion  by  the  syringe  method. 

Experiment  12  it  was  not  possible  to  get  rats  of  exactly  the  same 
size;  here,  however,  the  lactose- fed  group  was  the  younger. 

Summing  up,  it  appears  that  in  a  total  of  nine  experiments  com- 
prising 123  lactose-fed  animals  and  109  controls,  the  tumors  were 
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Experiment  lo, — (Text-fig.  lo.)  This  is  the  only  one  of  the  entire  series 
which  would  even  suggest  that  a  diet  containing  lactose  may  render  an  animal 
more  suitable  for  tumor  growth.  Of  seventeen  lactose-fed  mice  which  lived  long 
enough  to  appear  in  the  final  reckoning,  three  had  fairly  large  neoplasms,  while 
not  one  of  the  twelve  controls  developed  a  tumor. 

LACTOSE-FED 

29     96      43      fO      S7     €4     71     78     fS     ft     t7    104    111  SAYS 
t       •      #      •    # 

•###$## 


I L_J 

10  CM. 

12    NEOATIVC 
12  OIEO 

CONTROLS 

12    NCOATIVC 
17  OIEO 

Text-Fig.  id.    Experiment  lo.     — .    Nos.  i  to  s,  mice  fed  with  lactose  for 

about  six  weeks;  average  weight  i6  gm.  The  average  weight  of  the  control 
mice  was  also  i6  gm.  Both  groups  inoculated  in  the  right  axilla  with  o.oi  gm. 
of  tumor  by  the  needle  method. 

slightly  larger  or  the  inoculation  percentage  a  trifle  higher  in  the  lac- 
tose-fed mice  in  three,  in  the  control  mice  in  three,  and  in  three  no 
difference  could  be  discerned  between  the  two  groups.  Such  an 
even  distribution  makes  it  almost  certain  that  the  addition  of  lactose 
to  the  diet  did  not  in  the  slightest  affect  the  growth  of  the  tumors 
employed,  and  intimates,  though  of  course  it  does  not  prove,  that  the 
findings  published  by  Van  Alstyne  and  Beebe  may  have  been  the  out- 
come of  chance. 

Other  substances  beside  lactose  have  been  brought  recently  into 
connection  with  tumor  growth.     Robertson  and  Burnett*  have  as- 

*  Robertson,  T.  B.,  and  Burnett,  T.  C,  Proc.  Soc,  Exper.  Biol,  and  Med., 
1912-13,  X,  59,  140.  Burnett,  T.  C,  ibid.,  1913-14,  xi,  42;  1914-15,  xii,  33.  Rob- 
ertson and  Burnett,  Jour.  Exper.  Med.,  1913,  xvii,  344. 
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Experiment  II, — (Text-fig.  ii.)  This  experiment  reverses  the  findings  of  the 
previous  experiment,  since  the  only  tumors  which  were  found  occurred  in  the 
controls.  Both,  however,  were  much  smaller  than  the  three  mentioned  in  Ex- 
periment 10. 
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Text-Fig.  ii.  Experiment  ii.  ^.  Nos.  i  and  2,  normal  control  mice;  aver- 
age weight  22  gm.  The  lactose  mice,  which  averaged  24  gm.  in  weight,  had  been 
fed  with  lactose  for  about  six  weeks.  Both  groups  inoculated  in  the  right  axilla 
with  0.02  gm.  of  tumor  by  the  needle  method. 

serted,  for  example,  that  cholesterol  acts  as  a  stimulus  when  injected 
into  the  tumor  or  even  when  introduced  subcutaneously  at  a  remote 
point.  Now,  while  this  may  or  may  not  be  true,  the  authors  have 
fallen  into  an  error  which  Van  Alstyne  and  Beebe  carefully  avoided, 
the  only  too  common  error  of  confusing  tumor  growth  with  tumor 
genesis.  In  other  words,  they  have  extended  their  findings  to  ex- 
plain the  constantly  increasing  tendency  toward  neoplasia  which  is 
associated  with  advancing  age,  and  have  ascribed  it  to  an  accumula- 
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Experiment  12. — (Text-fig.  12.)  There  is  no  diflFerence  between  the  two  groups, 
either  as  regards  the  size  of  the  tumors,  or  the  inoculation  percentage,  notwith- 
standing the  fact  that  the  lactose-fed  rats  were  younger  than  the  controls. 
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Text-Fig.  12.   Experiment  12. 
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Nos.  I  to  9,  normal  control  rats ;  aver- 


age weight  65  gm.  Nos.  10  to  17,  rats  fed  with  lactose  for  about  six  weeks; 
average  weight  52  gm.  Both  groups  inoculated  in  the  right  axilla  with  0.02  gm. 
of  tumor  by  the  needle  method. 

tion  of  cholesterol  within  the  organism.  Such  a  broad  assumption  is 
scarcely  warranted  by  any  of  the  data  which  it  has  been  possible  so 
far  to  accumulate;  indeed,  all  the  evidence  points  to  an  opposite 
conception — that  the  conditions  responsible  for  the  origin  of  a  tumor 
differ  widely  from  those  necessary  for  its  continued  growth,  once  it 
has  developed.  This  hypothesis,  accepted  by  both  Bashf  ord  and  Ehr- 
lich,   rests  on  the  complementary  observations  that  spontaneous 
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tumors  sometimes  arise  in  mice  known  to  be  refractory  to  transplant- 
able growths,  and  that  grafts  succeed  much  more  readily  in  young 
than  in  old  animals,  although  it  is  in  the  latter  that  spontaneous 
neoplasms  originate  in  the  great  majority  of  instances. 

SUMMARY. 

Lactose  does  not  increase  the  receptivity  of  mice  and  rats  for  the 
transplantable  carcinomata  of  their  species. 
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OBSERVATIONS  ON  ANTITYPHOID  VACCINATION.^ 

By  henry  J.  NICHOLS,  M.D., 
Captain,  Medical  Corps,  U.  S.  Army, 

(Prom  the  Department  of  Pathology  of  the  Army  Medical  School,  Washington, 

and  the  Laboratory  Service  of  the  Letterman  General  Hospital, 

San  Prancisco,) 

(Received  for  publication,  June  24,  igisO 

In  this  paper,  some  evidence,  experimental  or  clinical,  is  presented 
on  the  following  subjects :  ( i )  The  infectious  power  of  a  living, 
sensitized  vaccine;  (2)  the  absence  of  immunity  in  vaccinated 
rabbits  to  direct  gall  bladder  infections;  (3)  the  relative  patho- 
genicity, virulence,  and  toxicity  of  the  strain  used  in  the  Army 
vaccine;  (4)  local  vaccine  reactions  after  typhoid  fever  and  after 
immunization;  and  (5)  skin  reactions  as  an  index  of  immunity. 

The  Infectious  Power  of  a  Living  Sensitised  Vaccine. 

I  have  recently  reported  ( i )  some  work  on  this  subject  in  which 
it  was  shown  that  Metchnikoff  and  Besredka's  sensitized  living  vac- 
cine does  not  produce  gall  bladder  lesions  in  the  rabbit  after  sub- 
cutaneous and  intravenous  injections,  and  the  inference  was  drawn 
that  this  vaccine  could  safely  be  used  subcutaneously  in  man.  The 
first  transplant  of  the  vaccine,  however,  produced  a  gall  bladder 
lesion  in  the  rabbit  after  intravenous  injection,  and  it  was  inferred 
that  this  vaccine  would  produce  the  disease  in  man  if  accidentally 
taken  by  mouth.  Its  general  use,  especially  in  the  military  service, 
was,  therefore,  concluded  to  be  dangerous. 

A  little  further  work  has  been  done.  On  Oct  28,  1914,  three  rabbits  were 
inoculated  directly  into  the  gall  bladder  with  i  cc.  of  Metchnikoff  and  Besredka's 
vaccine.  The  vaccine  was  then  more  than  one  year  old,  but  still  gave  a  gfrowth 
of  typhoid  bacilli  in  pure  culture.  On  Nov.  10  the  stools  of  the  three  animals 
were  examined  by  Endo  plates  and  Russell's  double  sugar  media  method,  and 
typhoid  bacilli  were  easily  recovered  from  each  of  the  three  animals.    On  autopsy 

1  Read  at  the  Annual  Meeting  of  the  American  Society  of  Tropical  Medicine, 
San  Francisco,  June  15,  1915. 
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a  purulent  cholecystitis  was  found,  and  pure  cultures  of  the  t3rphoid  bacillus 
were  cultivated  from  the  pus  in  all  three  animals. 

This  experiment  confirms  the  former  one  done  with  the  first 
transplant  of  the  vaccine  because  the  bile  in  this  instance  was  simply 
a  good  mediiun  for  multiplication.  Apparently,  therefore,  this  strain 
is  infectious,  unless  it  is  exposed  to  both  amboceptor  and  comple- 
ment. If  it  is  not  treated  with  amboceptor  it  is  infectious,  as  when 
introduced  into  the  blood  stream;  if  it  is  sensitized  but  not  exposed 
to  complement  it  is  also  infectious,  as  when  introduced  directly  into 
the  gall  bladder.  Since  neither  amboceptor  nor  complement  are 
present  in  the  alimentary  canal,  any  food  or  water  accidentally 
contaminated  with  this  vaccine  would  be  apt  to  spread  the  disease 
among  non-immtmes.  From  this  point  of  view,  this  vaccine  is 
simply  a  pure  culture  of  pathogenic  t)rphoid  bacilli  and  should  be 
treated  accordingly.  The  toxicity  of  a  living  sensitized  vaccine  for 
rabbits  and  guinea  pigs  is  considerably  less  than  that  of  an  un- 
sensitized  vaccine,  as  has  been  shown  by  Besredka  (2)  and  by 
Cecil  (3)  ;  but  its  infectious  power  is  unimpaired  except  when  com- 
plement is  present. 

Absence  of  Immunity  in  Vaccinated  Rabbits  to  Direct  Gall  Bladder 

Infections. 

The  claim  for  the  superiority  of  a  living  antityphoid  vaccine 
rests  on  analogy  and  on  experimental  work  done  with  the  higher 
monkeys,  which  cannot  be  easily  repeated  on  account  of  the  dif- 
ficulty of  obtaining  the  animals.  The  rabbit  is  not  a  suitable  animal 
for  testing  immunity  following  vaccination,  in  my  experience,  at 
least,  because  regular  infections  of  the  gall  bladder  cannot  be  se- 
cured by  intravenous  injections  among  controls,  and  because  direct 
gall  bladder  injections  result  in  lesions  in  spite  of  any  method  of 
immunization.  This  last  point  is  illustrated  by  the  following  ex- 
periment. 

Three  rabbits  were  immunized  with  Besredka's  vaccine  as  follows : 

I Dec.  24,  1914,  0.5  cc.  subcutaneously. 

2 "     31,     "      i.o  "    intravenously. 

3 Jan.     7,  1915,  1.0  " 

On  Jan.  24  the  gall  bladders  were  exposed,  and  after  withdrawing  al^out  0.5  cc 
for  culture,  0.5  cc.  of  the  living  vaccine  was  injected.    Preliminary  cultures  of 
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the  bile  were  sterile.    On  Feb.  8,  12,  and  22  the  animals  were  autopsied  and  all 
showed  a  marked  purulent  cholecystitis,  with  pure  cultures  of  typhoid  bacilli 

Hence  in  this  experiment  no  immunity  could  be  demonstrated 
with  a  living  vaccine  when  the  test  injection  was  given  directly  into 
the  gall  bladder.  Similar  results  have  been  obtained  by  others  using 
other  forms  of  vaccine,  and  it  is  evident  that  the  rabbit  cannot  be 
used  for  testing  immunity  experimentally  under  these  conditions. 

Living  cultures,  unsensitized  but  heated  to  50°  C.  for  one  hour, 
have  been  used  without  bad  results  by  Castellani  (4).  No  personal 
work  has  been  done  with  this  form  of  vaccine,  but  it  seems  likely 
that  this  vaccine  would  also  be  infectious  if  accidentally  taken  by 
mouth,  as  bacilli  are  readily  cultivated  from  it  on  agar.  The  at- 
tenuation by  heat  apparently  makes  it  safe  for  subcutaneous  injec- 
tions and  probably  small  quantities  of  even  a  virulent  culture  could 
be  safely  injected  subcutaneously.  But  in  view  of  the  excellent  re- 
sults obtained  with  an  absolutely  non-infectious,  killed,  and  creso- 
lized  vaccine,  and  in  view  of  the  evident  infectiousness  by  mouth  of 
a  sensitized  living  vaccine,  and  in  view  of  the  added  danger  of  acci- 
dental contamination  of  a  living  vaccine  itself  such  as  occurred  in 
the  Philippines  and  in  India  with  Hving  cholera  and  plague  vaccines, 
the  field  of  usefulness  of  a  living  antityphoid  vaccine  does  not  seem 
to  be  very  wide. 

The  Relative  Pathogenicity,  Virulence,  and  Toxicity  of  the  Army 

(Rawling's)  Strain. 

The  most  convincing  clinical  evidence  of  the  protective  value  of 
antityphoid  immunization  has  been  furnished  by  the  recent  experi- 
ences of  the  English  and  the  American  armies.  The  same  single 
strain  has  been  used  in  the  preparation  of  the  vaccine  in  both  services, 
and  substantial  protection  has  been  secured  in  spite  of  exposures  to 
typhoid  in  all  parts  of  the  world.  In  our  service,  the  latest  statistics 
(S)  show  no  lowering  of  our  previous  remarkable  records,  but 
failure  in  immunization  has  been  reported  in  several  civil  commun- 
ities (6).  In  view  of  the  results,  some  interest  attaches  to  the  Army 
strain  and  some  observations  have  been  made  on  its  relative  path- 
ogenicity, virulence,  and  toxicity,  as  compared  with  nine  other 
strains.     The  strain  was  originally  obtained  from  the  spleen  of  a 
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soldier  who  died  of  typhoid  in  England  in  1900.  It  was  selected 
originally  by  Leishman  for  experimental  use  in  preparing  vaccines, 
not  on  account  of  its  low  toxicity  or  superior  immunizing  properties, 
but  because  it  gave  a  remarkably  even  emulsion  when  washed  off 
agar  with  salt  solution  (7). 

Culturally  no  peculiarities  have  been  noted  as  far  as  I  am  aware. 

Pathogenicity, — ^The  strain  is  still  pathogenic,  as  may  be  seen  in 
the  following  experiments. 

On  Oct  8,  1914,  three  rabbits  were  inoculated  directly  into  the  gall  bladder 
with  ^  of  a  fresh  agar  slant  growth ;  a  month  later,  autopsy  showed  a  definite 
cholecystitis  with  pure  cultures  of  the  typhoid  bacillus  in  two  out  of  three  ani- 
mals.   The  strain  is  therefore  still  definitely  pathogenic 

Virulence. — As  gall  bladder  inoculations  with  many  other  strains 
give  100  per  cent  of  infections,  the  result  just  stated  suggests  that 
the  strain  is  somewhat  avirulent.  Further  evidence  on  this  point  is 
brought  out  by  intravenous  injections  in  the  rabbit.  Six  animals 
were  inoculated  intravenously  with  one-half  the  fatal  dose  of  living 
bacilli,  and  after  a  month  no  gall  bladder  lesions  were  found  in  any 
of  them.  With  more  invasive  strains  a  certain  percentage  of  in- 
fection is  usually  secured  in  this  way,  about  30  per  cent  in  my 
experience. 

TABLE  I. 


Strain  No. 

Age. 

x/xo 

1/7 

«/5 

x/4 

i/a 

I 

Z 

I  week 

«_ 

X* 

X 

X 

3 

z  month 

X 

X 

3 

t«      «« 

— 

X 

X 

X 

4 

2  months 

— 

— 

X 

X 

5 

7      " 

— 

— 

X 

6 
7 
8 

8  years 
««     «« 

— 

— 

X 

X 

? 

— 

— 

— 

X 

9 

14  years 

— 

— 

— 

— 

Army 

**      ** 

— 

— 

— 

— 

— 

— 

♦  In  all  the  tables  X  indicates  death  in  24  hours. 

Guinea  pigs  are  not  quite  as  suitable  as  rabbits  for  the  determina- 
tion of  virulence,  because  it  is  not  so  easy  to  verify  the  multiplica- 
tion of  the  bacilli,  but  guinea  pigs  have  usually  been  used  in  this 
work,  and  the  results  here  also  point  to  the  low  virulence  of  this 
strain.    In  Table  I  the  comparative  results  are  given  of  intraperito- 
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neal  injections  in  guinea  pigs  of  the  Army  strain  and  nine  other 
strains.  The  figures  indicate  fractions  of  a  standard  agar  slant 
growth. 

It  is  seen  that  the  more  recently  isolated  strains  are  more  virulent 
in  general,  but  some  of  the  older  strains  are  still  virulent.  The 
Army  strain  fails  to  kill  after  injection  of  a  whole  culture.  In 
one  series  the  growth  from  two  and  one-half  agar  slants  was  re- 
quired to  kill  a  guinea  pig. 

Toxicity, — Virulence  is  often  spoken  of  as  identical  with  toxicity 
in  work  of  this  sort,  but  in  my  experience  real  virulence  or  invasive- 
ness seems  to  have  no  definite  relation  to  toxicity.  The  strains 
which,  when  living,  are  more  virulent  for  rabbits  and  guinea  pigs 
have,  when  killed,  no  more  toxic  effects  on  rabbits  and  guinea  pigs 
than  the  strain  in  question.  No  consistent  toxic  action  can  be  ob- 
tained with  the  more  virulent  strains  in  smaller  quantities  than  with 
the  Army  strain.  This  subject  is  of  some  clinical  importance,  as 
local  and  general  reactions  seem  to  depend  directly  on  toxicity  rather 
than  on  virulence. 

The  toxicity  of  a  vaccine  can  be  experimentally  determined  by  the 
results  of  intravenous  injections  in  rabbits.  For  example,  the 
effect  of  a  colon  vaccine  can  be  cited.  As  is  well  known  clinically, 
a  colon  vaccine  gives  severe  local  and  general  reactions  unless  ad- 
ministered in  small  quantities,  such  as  tens  of  millons  rather  than 
in  hundreds  of  millions,  as  in  the  case  of  typhoid  vaccines.  And  a 
colon  vaccine  will  kill  a  rabbit  in  a  much  smaller  dose  than  is  re- 
quired in  the  case  of  a  typhoid  vaccine.  A  number  of  observations 
have  been  made  on  the  toxicity  of  the  Army  vaccine  for  rabbits, 
after  intravenous  injection.  The  results  obtained  by  using  different 
lots  kept  for  different  times  are  shown  in  Table  II.  The  doses  are 
in  cc.  per  kilo  of  body  weight. 


TABLE  II. 

Period  kept. 

3CC. 

4CC. 

5CC. 

Period  kept. 

3CC. 

4CC. 

5CC. 

I  month 

X(X)* 

X 

8  months 

(X)- 



a  months 

(X) 

9       " 

— 

3       •• 

— 

X 

10      •• 

— 

— 

— 

5       " 

(X) 

II      " 

— 

6       " 

(X)— 

— 

— 

12         " 

— 

— 

— 

7       " 

— 

♦In  the  tables  (X)  indicates  death  later  from  cachexia. 
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A  certain  amount  of  allowance  must,  of  course,  be  made  for  dif- 
ferences in  individual  rabbits,  but  this  result  shows  that  the  vaccine 
is  distinctly  toxic,  especially  during  the  first  three  months. 

As  was  said  before,  more  virulent  strains  tested  in  the  same  way 

have  not  proved  any  more  toxic.     The  results  of  the  use  on  rabbits 

of  fresh  vaccines  made  from  three  most  virulent  strains  are  as 

follows  (Table  III). 

TABLE  III. 


Strain  No. 

3  cc.                  1                   4  cc. 

5CC. 

Z 
3 
3 

—                    1                    __ 

X 

X 

As  can  be  seen,  no  consistent  increase  in  toxic  action  of  more  viru- 
lent strains  can  be  demonstrated. 

Period  of  Maximum  Toxicity. — One  lot  of  the  regular  vaccine 
was  tested  every  month  for  six  months;  the  vaccine  was  kept  on 
ice  except  during  shipment  across  the  country.  The  results  are 
shown  in  Table  IV. 

TABLE  IV. 


Period  kept. 

3  cc.      1       4  cc. 

5CC. 

Period  kept. 

3  CC.       1       4  cc.       1       5  CC. 

I  week 
I  month 
a  months 
3      " 

(X) 

MIX 

X 

4  months 

5  " 

6  " 

"" 

- 

- 

This  result  seems  to  indicate  that  the  toxicity  increases  with  age 
and  is  at  its  maximum  at  three  months.  At  present  the  bulk  of  the 
Army  vaccine  is  used  only  in  the  first  four  months  after  manufac- 
ture. Apparently  there  is  a  gradual  disintegration  of  the  bacilli 
with  greatest  liberation  of  endotoxins  at  three  months. 

Increased  Toxicity  by  Killing  Bacilli  with  Tricresol. — ^The  method 
used  in  preparing  the  Army  vaccine  consists  of  killing  at  53®  to 
54®  C.  for  one  hour  and  then  adding  0.25  tricresol  as  a  precaution- 
ary antiseptic.  The  heating  kills  nearly  all  the  bacilli,  although  a 
few  colonies  usually  develop  on  plating  i  cc.  before  adding  tricresol. 
It  has  been  proposed  to  kill  the  bacilli  directly  by  the  tricresol ;  this 
procedure  increases  the  toxicity  of  the  vaccine  as  may  be  seen  from 
Table  V. 
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TABLE  V. 


Method  of  prepantion. 

Dose  per  kilo  intravenously. 

2CC. 

3CC. 

see. 

I.  Fresh  vaccine,  heated  at  53'*-S4®  C.  for  i  hr 

a.  Fresh  vaccine,  heated  and  tricresolized 

X 

X 

3.  Fresh  vaccine,  tricresolized  but  not  heated 

Control:  tricresolized  sodium  chloride 

— 

Both  rabbits  given  the  tricresoUzed  unheated  vaccine  died  in 
twenty-four  hours,  while  the  others  were  not  seriously  affected. 
When  the  bacilli  are  treated  directly  with  tricresol,  the  endotoxins 
are  apparently  liberated  more  rapidly  than  when  the  bacilli  are  first 
killed  with  heat. 

DISCUSSION. 

From  the  results  given  above  I  believe  that  a  rationale  of  the  ac- 
tion of  the  Army  vaccine  can  be  formulated  as  based  on  its  toxicity. 
The  strain  used,  while  avirulent,  is  pathogenic  and  distinctly  toxic. 
In  preparing  the  vaccine,  no  effort  is  made  to  reduce  its  toxicity, 
but  at  the  same  time  procedures  which  exaggerate  the  toxic  action 
are  avoided.  The  doses  given  arie  the  maximum  ones  which  can 
be  borne  without  serious  disturbance  by  the  majority  of  individuals. 
The  doses  are  spaced  at  seven  or  ten  days  in  order  to  secure  a  re- 
sponse to  the  gradually  liberated  endotoxins.  Finally,  the  vaccine  is 
not  used  after  four  months,  when  its  toxicity  is  on  the  wane.  I 
do  not  claim  that  the  toxic  action  of  the  vaccine  has  been  the  lead- 
ing consideration  in  all  the  steps  of  its  development,  but  I  do  hold 
that  the  net  result  conforms  to  the  theory  that  the  efficiency  of  the 
Army  vaccine  depends  on  its  toxicity. 

Various  workers  have  attempted  to  devise  atoxic  vaccines  by  sen- 
sitization, fractionation,  etc.  From  the  point  of  view  outlined 
above,  such  efforts  belong  to  the  "something  for  nothing"  class. 
The  most  reasonable  theory  of  the  action  of  the  vaccine  seems  to 
me  to  be  that  of  Pfeiffer  and  Bessau  (8)  who  hold  that  the  toxic 
and  immunizing  fractions  are  identical,  and  that  efforts  to  separate 
them  are  wrong  in  principle.  Fortunately,  from  this  point  of  view, 
it  is  not  easy  to  prepare  a  really  non-toxic  antityphoid  vaccine.  The 
toxic  action  may  be  masked  or  slight,  but  it  is  demonstrable  in  most 
vaccines  called  atoxic.     In  the  opinion  of  those  who  have  been 
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most  responsible  for  the  introduction  of  this  method  of  protection, 
something  must  be  paid  for  immunity  in  terms  of  local  or  general 
reactions  (Leishman  (9)). 

The  theory  of  endotoxins  received  a  set-back  during  the  recent 
split  products  and  ferment  period,  but  as  some  of  this  latter  work 
has  still  more  recently  been  shaken  to  its  foundations  by  the  work 
of  Jobling  (10),  Bronfenbrenner  (11),  and  others,  the  endotoxin 
theory  seems  to  still  be  the  best  working  hypothesis  for  immuniza- 
tion and  for  keeping  qualities  of  the  vaccine. 

Local  Vaccine  Reactions  after  Typhoid  Fever  and  after  Artificial 

Immunization, 

A  careful  study  of  a  very  large  number  of  temperature  reactions 
following  vaccination  against  typhoid  has  been  made  by  Major 
Russell  (12),  and  the  figures  show  a  very  small  percentage  of 
reactions  of  100*^  F.  or  over.  The  temperature  reaction  was  selected 
as  the  most  objective  evidence  which  could  be  accurately  obtained. 
Some  misapprehension  has  apparently  been  created  by  these  figures 
on  account  of  a  failure  to  recognize  what  they  really  are,  namely, 
temperature  reactions,  which  are  not  necessarily  an  index  of  a 
patient's  general  feeling  nor  of  the  local  reaction.  From  what  has 
been  said  about  the  toxicity  of  the  vaccine  it  is  only  natural  to  ex- 
pect some  local  and  general  reaction,  and  in  fact  this  price  is  usually 
paid  for  protection,  although  the  temperature  is  not  much  affected. 

A  similar  study  of  temperature  reactions  as  a  result  of  a  vaccina- 
tion in  those  who  have  had  typhoid  fever,  or  have  been  previously 
artificially  immunized,  has  also  been  made  by  Major  Russell,  and 
no  notable  changes  in  the  percentages  have  been  forthcoming.  On 
the  other  hand  the  local  reactions  under  the  skin  seem  to  be  more 
marked  in  some  cases  after  t)rphoid  fever  and  after  vaccination.  I 
have  no  exact  statistics  on  this  point  but  the  consensus  of  opinion 
is  that  the  local  reactions  may  be  more  severe  than  on  primary  vac- 
cination. In  the  more  marked  cases  the  arm  may  become  in- 
tensely red  and  swollen  from  the  elbow  nearly  to  the  shoulder.  I 
have  recently  seen  a  soldier  who  volunteered  for  a  course  of  in- 
jections whenever  the  subject  was  mentioned,  and  who  had  taken 
ten  injections  in  the  last  five  years.     Through  an  oversight  he  was 
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given  another  injection,  and  as  a  result  he  had  to  carry  his  arm 
in  a  sling  for  several  days.  His  temperature  remained  normal. 
On  the  other  hand,  a  number  of  men,  who  have  had  typhoid  or  two 
courses  of  three  injections  each,  on  revaccination  had  very  little 
local  reaction. 

The  explanation  of  these  reactions  involves  complex  questions. 
They  may  be  regarded  as  evidences  either  of  true  immunity,  or  of 
sensitization,  or  of  endo-intoxication,  according  to  one's  conceptions 
of  these  complicated  subjects.  The  point  I  wish  to  emphasize  is 
that  the  reactions  do  not  occur  regularly  either  after  typhoid  or 
after  vaccination.  Exact  percentages  cannot  be  given  but  my  im- 
pression is  that  they  occur  in  about  50  per  cent  of  cases. 

Skin  Reactions  as  an  Index  of  Immunity. 

The  subject  of  typhoid  skin  reactions  has  recently  been  revived 
by  Gay  (13)  who  has  proposed  the  use  of  typhoidin  as  an  index 
of  immunity.  The  first  preparation  advocated  was  one  made  like 
tuberculin,  by  growing  the  Dorset  strain  in  glycerine  broth  for  five 
days,  concentrating  to  one-tenth  of  its  volume,  and  using  as  a  der- 
mal reaction.  My  experience  with  this  product  was  disappointing, 
as  several  cases  who  had  had  proved  cases  of  t)rphoid  failed  to  react 
at  all,  and  such  reactions  as  were  obtained  among  the  vaccinated 
were  very  faint.  This  failure  has  been  attributed  to  a  rapid  deteri- 
oration of  the  typhoidin,  and  more  recently  a  powder  has  been  advo- 
cated which  is  prepared  by  precipitating  the  original  solution  with 
twenty  volumes  of  alcohol,  washing  the  precipitate  with  alcohol  and 
ether,  and  drying  and  grinding. 

Professor  Gay  has  kindly  furnished  me  with  some  of  the  pow- 
dered typhoidin,  and  I  have  made  seventy-five  tests  on  sixty-seven 
individuals.  The  reactions  with  the  powder  have  been  much  more 
satisfactory  than  those  with  the  liquid  form.  Positive  reactions 
were  obtained  in  a  fairly  large  proportion  of  persons  who  had  either 
had  typhoid  or  been  vaccinated.  At  the  same  time,  it  seems  to  me 
that  the  results  are  open  to  a  different  interpretation  from  the  one 
given  by  Gay.  From  my  experience  with  the  test  I  regard  a  posi- 
tive reaction  as  an  evidence  of  typhoid  proteid  sensitization  which 
does  not  seem  to  be  synonymous  with  true  disease  immunity.     For 
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example,  typhoid  proteid  immunity  is  apparently  less  lasting  than 
true  immunity  to  the  disease  and  less  specific,  as  will  be  shown 
below. 

The  immunity  conferred  by  an  attack  of  typhoid  is  the  starting 
point  of  immunization  by  vaccines,  and  the  test  should  give  a  high 
percentage  of  positive  reactions  among  those  who  have  had  the 
disease.  Gay  states  that  the  test  was  positive  in  his  series  in  97 
per  cent  of  cases.  The  only  cases  of  previous  typhoid  available 
for  personal  observation  have  been  sixteen,  thirteen  of  whom  had 
also  been  vaccinated  three  years  previously.  Twelve  cases,  or  75 
per  cent,  gave  positive  reactions  and  this  must  be  a  maximum  figure 
on  account  of  the  additional  vaccination.  Seven  of  the  twelve  posi- 
tive cases  gave  marked  reactions. 

As  an  attack  of  typhoid  fever  is  generally  believed  to  give  im- 
munity in  over  90  per  cent  of  cases,  my  figure  of  75  per  cent,  even 
in  those  artificially  immunized  in  addition  to  their  fever,  is  lower 
than  it  should  be  in  a  test  for  immunity,  while  it  can  be  better  har- 
monized with  the  interpretation  suggested  above.  Of  course,  the 
question  of  diagnosis  of  the  previous  fever  comes  up  and  this  was 
determined  to  my  satisfaction  by  the  histories  given.  The  subject 
of  the  reading  of  the  test  is  also  a  factor.  The  interpretation  of 
slight  reactions  is  difficult  at  times,  as  the  culture  media  control  occa- 
sionally gives  slight  reactions,  but  an  effort  was  made  to  read  each 
individual  case  as  fairly  as  possible. 

The  test  was  then  tried  in  fifty  cases  who  never  had  typhoid  and 
who  had  been  immunized  within  four  years ;  64  per  cent  gave  posi- 
tive reactions,  as  may  be  seen  in  Table  VI. 


TABLE  VI. 

Reactions. 

xtt  year. 

ad  year. 

3d  year. 

4th  year. 

3 
3 

50 

Total. 

Positive 

19 

4 

83 

5 

4 

56 

5 
7 

42 

32 
18 

Negative 

Per  cent  positive 

64 

It  will  be  seen  that  in  the  first  year  after  vaccination  there  was  a 
high  percentage  of  positives,  but  after  this  year  the  percentage  was 
lower  and  about  the  same  up  to  the  fourth  year.  Eighteen  cases 
were  tested  one  month  after  completion  of  a  course  of  three  injec- 
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tions  and  only  fourteen,  or  78  per  cent,  gave  positive  reactions,  of 
which  60  per  cent  were  strong.  Among  those  immunized  from  one 
to  four  years  ago  there  were  no  strong  reactions.  If  the  typhoidin 
test  is  an  index  of  immunity  according  to  these  results  nearly  one- 
fourth  of  those  vaccinated  a  month  previously  are  not  protected  and 
over  one-third  of  those  vaccinated  up  to  four  years  are  not  pro- 
tected. But  our  experience  in  the  Army  has  not  borne  out  this  view, 
as  our  protection  is  very  much  greater  for  the  periods  mentioned. 
The  most  important  reason  why  the  test  is  not  an  index  of  im- 
munity, in  my  opinion,  is  the  occurrence  of  reactions  with  a  paraty- 
phoid A  control  ( Table  VII ) .  Twenty-four  cases  have  been  tested ; 
five  gave  a  history  of  typhoid  and  nineteen  had  been  vaccinated 
against  typhoid.  Sixteen,  or  66  per  cent,  gave  reactions,  eight,  or 
33  per  cent,  of  which  were  ^rong. 


TABLE  VII. 

Reactions. 

Previous 
typhoid. 

Vaccinated               Toul. 
against  typhoid. 

Percent. 

Para  A  control 

Positive 

3 

2 

2 
3 

13 
6 

16 

16 
8 

18 

66.6 

Negative 

Typhoidin 

Positive 

75 

Negative 

3 

6 

Apparently  we  are  dealing  here  with  group  reactions.  The  per- 
centage of  positives  with  the  paratyphoidin  was  not  quite  as  high 
as  that  of  the  typhoidin  reactions,  neither  were  they  as  strong, 
but  the  close  parallelism  is  striking.  If  this  skin  reaction  is  an  index 
of  immunity,  there  should  be  considerable  immunity  following  anti- 
t3T)hoid  vaccination  against  paratyphoid  infections.  But  one  of 
the  clear  cut  results  of  typhoid  immunization  is  that  there  is  no 
group  immunity  to  paratyphoid  infections  and  where  these  diseases 
are  prevalent  a  combined  vaccine  has  been  urged  by  Castellani  and 
others.  Both  in  the  English  service  and  in  our  own  the  occurrence 
of  paratyphoid  among  those  immunized  against  typhoid  has  been 
emphasized  and  in  the  present  war  Dreyer  (14)  and  others  have  just 
reported  that  parat)rphoid  is  of  the  same  frequency  among  those 
vaccinated  against  typhoid  as  among  those  not  vaccinated. 

The  nature  of  the  proposed  typhoidin  test  is  still  an  open  ques- 
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tion.  For  other  clinical  skin  tests  we  have  some  approximate  ex- 
planation. The  tuberculin  and  luetin  reactions  are  supposed  to 
depend  in  some  way  on  the  continued  presence  in  the  body  of  the 
living  virus  of  the  diseases ;  the  Schick  test  apparently  depends  on 
an  antitoxin ;  but  in  the  typhoidin  test  we  have  to  deal,  not  with  an 
antitoxin  t)r  with  a  living  virus,  but  with  the  complex  effect  of 
the  previous  presence  of  typhoid  bacilli  in  the  body.  The  same 
questions  are  raised  as  in  the  case  of  the  local  subcutaneous  reaction 
already  mentioned.  The  reaction  may  well  be  an  evidence  of  pro- 
teid  immunity  without  being  an  evidence  of  true  immunity  to  the 
disease. 

From  my  experience,  the  following  reasons  may  be  advanced  for 
a  different  interpretation  of  the  typhoidin  skin  reaction : 

1.  The  test  was  negative  in  25  per  cent  of  cases  who  have  had 
typhoid  and  most  of  whom  had  also  been  vaccinated,  while  an  attack 
of  typhoid  fever  is  supposed  to  give  permanent  immunity  in  over 
90  per  cent  of  cases. 

2.  It  was  negative  in  36  per  cent  of  those  who  have  been  vac- 
cinated within  four  years,  while  experience  has  shown  that  vac- 
cination protects  in  much  more  than  64  per  cent  of  cases. 

3.  Paratyphoid  A  controls  reacted  in  nearly  as  high  a  percentage 
(66)  as  typhoidin  (75),  while  clinical  experience  is  unanimous 
that  there  is  no  immunity  to  paratyphoid  infections  after  typhoid 
immunization. 

Personally  it  seems  to  me  that  a  positive  typhoidin  reaction  is  of 
considerable  theoretical  interest  and  indicates  that  the  individual 
reacting  has  had  typhoid  fever  or  possibly  paratyphoid  or  has  been 
injected  with  typhoid  bacilli.  A  negative  reaction  does  not  have 
the  same  negative  value  and  is  not  so  conclusive. 

SUMMARY. 

1.  Metchnikoff  and  Besredka's  living  sensitized  vaccine  produces 
a  typhoid  cholecystitis  when  injected  directly  into  the  gall  bladder 
of  rabbits.     It  is  therefore  infectious. 

2.  Rabbits  cannot  be  successfully  immunized  with  this  vaccine 
against  direct  gall  bladder  infections.  Accordingly,  rabbits  cannot 
be  used  to  test  immunity  in  this  way. 
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3.  The  strain  used  in  the  Army  vaccine  is  pathogenic,  relatively 
avirulent,  and  distinctly  toxic.  Its  efficacy  is  believed  to  depend  on 
its  toxicity. 

4.  Vaccinations  in  those  who  have  had  typhoid  and  revaccinations 
produce  more  severe  local  reactions  than  original  vaccinations  in  some 
instances. 

5.  The  typhoidin  skin  test  is  not  believed  to  be  an  index  of  true 
immunity,  but  rather  an  indication  of  typhoid  proteid  sensitization, 
which  is  not  so  complete,  so  permanent,  or  so  specific  as  true  im- 
munity. 
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THE  RELATIONSHIP  OF  CHRONIC  PROTEIN  INTOXI- 
CATION IN  ANIMALS  TO  ANAPHYLAXIS.^ 

By  WARFIELD  T.  LONGCOPE,  M.D. 

(From  the  Medical  Clinic  of  the  Presbyterian  Hospital,  Columbia  University, 

New  York.) 

(Received  for  publication,  June  25,  191 5) 

The  experiments  which  furnish  the  subject  of  this  paper  represent 
a  continuation  of  some  observations  made  upon  the  effect  of  re- 
peated injections  of  foreign  protein  in  animals  sensitized  to  these 
specific  proteins.^  Under  these  conditions  areas  of  degeneration 
with  extensive  inflammatory  reaction  are  produced  in  the  myocar- 
dium, the  liver,  and  the  kidneys.  In  different  species  of  animals  the 
effects  vary  somewhat,  since  the  kidney  is  involved  in  the  dog,  cat, 
rabbit,  and  guineia  pig,  the  liver  in  the  rabbit  and  cat,^  and  the 
myocardium^  in  the  rabbit  and  guinea  pig.  A  detailed  description 
of  these  changes  has  already  been  published,  and  it  is,  therefore, 
necessary  only  to  state  that  they  consist  in  focal  areas  of  degenera- 
tion, infiltrated  with  small  round  cells,  which  in  the  heart  are  scat- 
tered throughout  the  myocardium  of  both  ventricles,  in  the  liver 
are  usually  situated  about  the  portal  spaces,  and  in  the  kidney  are 
seen  most  often  through  the  midzone,  whence  they  extend  into  the 
cortex.  In  their  most  advanced  stages  these  alterations  produce  the 
picture  of  an  extensive  myocarditis,  a  periportal  cirrhosis  of  the 
liver,  or  a  wide-spread  subacute  nephritis  with  involvement,  at  times, 
of  the  glomeruli. 

At  first  it  was  thought  that  sensitization  to  some  foreign  pro- 
tein, such  as  horse  serum  or  egg-white,  was  necessary  before  sub- 
sequent injections  of  the  same  protein  could  bring  about  the  develop- 
ment of  such  changes,  but  further  study  showed  that  similar,  though 

iRead  before  the  Association  of  American  Physicians,  Washington,  May 
10,  1915. 

*  Longcope,  W.  T.,  Jour,  Exper.  Med,,  1913,  xviii,  678. 
»  Longcope,  Tr,  Assn.  Am.  Phys.,  1913,  xxviii,  497. 

*  Longcope,  Arch.  Int.  Med.,  1915,  xv,  1079. 
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less  marked,  alterations  might  occur  in  animals  receiving  but  a 
single  large  dose  of  horse  serum  or  egg-white.  The  question, 
therefore,  arose  as  to  whether  the  effects  produced  were  the  result 
of  introducing  repeatedly  into  the  bodies  of  these  animals  small 
quantities  of  a  substance  which  was  in  itself  primarily  toxic  for  the 
cells  of  the  kidneys,  liver,  and  myocardium,  or  whether  the  horse 
serum  and. egg  albumen  became  injurious  only  after  the  animals 
were  sensitized  to  these  substances.  In  the  latter  case  the  subacute 
inflammatory  reactions  might  readily  be  dependent  upon  the  re- 
peated anaphylactic  shocks  to  which  the  animals  were  subjected. 

Though  a  number  of  observers  interested  principally  in  the  fact  that  egg- 
white,  when  introduced  parenterally  into  animals,  is  eliminated  as  such  in  the 
urine,  have  studied  casually  the  kidneys  of  animals  soon  after  an  injection  of 
egg-white,  very  few  have  described  definite  alterations  in  the  kidneys.  Adams* 
and  Maschke<^  state  that  the  kidneys  of  rabbits  after  single  injections  of  egg- 
white  are  normal.  Sollmann  and  Brown^  observed  under  the  same  conditions 
occasional  swelling  and  degeneration  of  the  tubular  epithelium.  Chiray®  could 
not  discover  any  changes  in  the  kidneys  of  rabbits  after  a  single  intravenous, 
ditraperitoneal,  or  subcutaneous  injection  of  egg  albumen,  but  noted  after  re- 
peated injections,  which  were  limited  to  a  few  animals,  degeneration  of  the 
^bular  epithelium  with  cellular  reaction  and  scar  formation  that  led  to  chronic 
nephritis. 

The  following  experiments  were  undertaken  with  the  view  of 
determining,  if  possible,  whether  the  toxic  action  of  horse  serum 
and  egg-white  was  a  primary  property  of  these  proteins  or  devel- 
oped only  when  the  animals  were  sensitive  to  such  foreign  proteins. 
The  latter  view  would  express  the  idea  which  has  long  been  held 
by  Vaughan.^ 

It  was  thought  that  if  the  protein  itself  were  toxic,  it  might  be 
possible  to  demonstrate  this  toxicity  by  injecting  repeatedly  at 
weekly  intervals  proteins  always  of  a  different  type,  so  that  the 
animal  might  receive  large  quantities  of  foreign  protein  but  never 
the  same  protein  twice,  thereby  avoiding  anaphylactic  shock. 

The  following  experiment  was,  therefore,  performed: 

5  Adams,  B.,  Inaugural  Dissertation,  Leipzig,  1880. 
•  Hirsch,  C,  and  Maschke,  W.,  Berl.  klin.  Wchnschr,,  1912,  xlix,  145. 
T  Sollmann,  T.,  and  Brown,  E.  D.,  Jour,  Exper,  Med.,  1902,  vi,  207. 
«  Chiray,  M.  M.,  These  de  Paris,  1906. 

•Vaughan,  V.  C,  Vaughan,  V.  C,  Jr.,  and  Vaughan,  J.  W.,  Protein  Split 
Products  in  Relation  to  Immunity  and  Disease,  Philadelphia  and  New  York,  1913. 
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Four  lots  of  rabbits  were  selected  from  a  single  stock.  Lot  A,  consisting 
of  II  rabbits,  was  used  as  control.  Lot  B,  consisting  of  ii  rabbits,  was  sen- 
sitized to  horse  serum  or  egg-white  by  intraperitoneal  inoculation  of  2  to  4  cc 
of  these  proteins  on  3  consecutive  days.  After  an  interval  of  several  weeks  they 
were  reinoculated  intravenously  at  weekly  intervals  with  horse  serum  in  amounts 
varsdng  from  0.5  to  6  cc,  or  with  egg-white  in  amounts  varying  from  0.4  to  0.8 
cc.  Lot  C,  consisting  of  9  rabbits,  was  injected  intravenously  at  weekly  intervals 
with  horse  serum,  egg-white,  beef  serum,  sheep  serum,  dog  serum,  cat  serum, 
human  serum,  pig  serum,  edestin,  and  casein.  The  edestin  and  casein  were  made 
up  in  2  per  cent  solution  in  sodium  carbonate.  The  proteins  were  given  in  doses 
of  I  cc.  per  kilo  of  body  weight,  the  actual  dose  varying  from  i  to  2.7  cc  It 
was  so  arranged  that  the  total  amount  of  serum,  etc,  which  each  rabbit  in  this 
group  received  was  as  great  or  greater  than  that  given  to  the  animals  in  Group  B. 

Finally,  in  Lot  D,  a  series  of  17  rabbits  was  given  each  a  single  dose  of  horse 
serum  or  egg-white,  either  intravenously  or  intraperitoneally,  and  killed  at  inter- 
vals varying  from  3  to  29  weeks.  5  of  these  received  2  cc.  of  egg-white  intra- 
peritoneally. 4  received  2  cc.  of  horse  serum  intravenously,  and  i  rabbit  i  cc 
of  horse  serum  intravenously;  2  rabbits  received  2  cc.  intraperitoneally,  and  i 
rabbit  received  i  cc  intraperitoneally;  i  received  3  cc  and  i  received  5  cc  of 
sheep  serum  intravenously;  i  rabbit  received  6  cc  of  dog  serum  intravenously 
and  I  received  6  of  cat  serum  intravenously. 

In  order  to  eliminate  any  possible  effect  which  fresh  serum  might  have,  the 
sera  for  all  these  experiments  were  heated  for  one-half  hour  at  56°  C. 

Table  I  gives  the  results  of  these  experiments. 

TABLE  I. 


Animals  and  tissues  examined. 

Lot  A. 

Normal  control 

rabbits.     Un- 

inoculated. 

LotB. 

Rabbits  sensi- 
tized to  egg- 
white  or  horse 
serum  and  after 
3  weeks  rein- 
jected with 
egg-white  or 
horse  serum. 

LotC. 
Rabbits  receiv- 
ing repeated 
inoculations  of 
different  pro- 
teins (horse 
serum,  egg- 
white,  beef, 
sheep,  dog,  cat, 
human,  and  pig 
serum,  edestin. 
and  casein). 

LotD. 

Rabbits  receiv- 
ing a  single 
dose  of  foreign 
protein. 

No.  of  rabbits 

II 
0 
0 
0 

I 

9 
2-10 

9 
9 
9 

9 
I-IO 

3 

I 
3 

17 

No.  of  intoxicating  doses 

Involvement  of  myocardium  . . 
Involvement  of  liver 

I 
7 
4 

Involvement  of  kidneys 

12 

Total  No.  of  animals 

II 

I 

9 
9 

9                      17 
3                      la 

Total  No.  positive  results 

The  uninoculated  control  rabbits  (Lot  A)  all  showed  normal 
organs  except  one.  In  this  one  rstbbit  a  few  areas  of  round  cell 
infiltration  were  seen  in  the  pelvis  of  the  kidneys. 

Of  the  eleven  sensitized  rabbits  in  Lot  B,  two  died  before  intox- 
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icating  doses  of  protein  were  administered.  They  showed  normal 
organs.  The  nine  sensitized  rabbits  receiving  subsequent  injections 
of  serum  all  showed  extensive  and  advanced  changes  in  the  heart 
muscle,  liver,  and  kidneys. 

In  Lot  C,  only  one-third  of  the  animals  developed  changes  in 
one  or  the  other  of  these  organs,  and  these  were  much  less  extensive 
than  the  lesions  appearing  in  Lot  B. 

In  Lot  D,  where  the  animals  received  but  a  single  inoculation 
of  egg-white  or  horse  serum,  the  results  corresponded  quite  well 
to  those  observed  in  Lot  C. 

It  is,  therefore,  evident  that  though  previous  sensitization  in- 
creases the  incidence  and  severity  of  the  changes,  it  is  not  necessary 
for  their  development. 

During  further .  experiments  it  was  noted  that  when  alterations 
occurred  in  the  internal  organs  after  a  single  inoculation  they  did 
not  make  their  appearance  for  several  days  after  inoculation.  Ex- 
periments were,  therefore,  designed  to  determine  more  accurately 
the  time  of  appearance  of  these  lesions  and  to  determine  why  this 
should  be  so  long  delayed.  If  the  lesions  were  dependent  upon 
the  introduction  of  a  toxic  substance,  one  would  expect,  especially 
when  the  toxin  was  given  in  large  amounts,  that  it  would  act  much 
more  promptly. 

It  is  well  known  that  the  skin  of  an  animal  sensitized  to  a  foreign 
protein  such  as  horse  serum  will  react  specifically  to  the  intra- 
cutaneous injection  of  that  protein.  In  rabbits  this  specific  sen- 
sitiveness of  the  skin  usually  develops  within  two  to  twenty  days 
after  the  primary  inoculation  of  horse  serum,  and,  as  Knox,  Moss, 
and  Brown^^  have  shown,  manifests  itself  after  the  intracutaneous 
injection  of  minute  quantities  of  serum  by  the  appearance  in  twelve 
to  thirty-six  hours  of  a  large  area  of  reddening,  swelling,  and  edema, 
which  persists  at  the  site  of  inoculation  for  twelve  to  twenty-four 
hours.  According  to  the  view  which  generally  prevails,  the  reac- 
tion is  associated  with  the  union  of  the  antigen  (horse  serum)  with 
antibodies  formed  against  this  specific  protein. 

This  method  was,  therefore,  utilized  to  determine  whether  or 

10  Knox,  J.  H.  M.,  Moss,  W.  L.,  and  Brown,  G.  L.,  Jour.^Exper.  Med.,  1910, 
xii,  562. 
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not  the  lesions  in  the  internal  organs  following  a  single  inoculation 
of  horse  serum  were  associated  with  the  appearance  of  skin  sensi- 
tiveness and,  therefore,  probably  with  the  development  of  anti- 
bodies towards  horse  serum  in  the  body  of  the  animal. 

It  was  at  first  hoped  that  repeated  intracutaneous  injections  of 
horse  serum  in  amounts  varying  from  0.02  to  o.i  cc.  might  be 
made,  in  order  that  the  exact  time  at  which  sensitization  developed 
could  be  fixed,  but  in  normal  rabbits  used  as  controls  the  repeated 
intracutaneous  injections,  at  four  to  six  day  intervals,  of  horse 
serum  even  in  such  small  amoimts  led  eventually  to  a  positive  reac- 
tion, which  was  interpreted  as  a  true  Arthus  phenomenon.  In  such 
animals,  however,  general  sensitiveness  did  not  develop,  since  the 
injection  of  large  quantities  of  horse  serum  intravenously  in  animals 
giving  a  positive  skin  test  did  not  produce  symptoms  of  anaphylaxis. 
In  view  of  this  fact  it  was  possible  to  use  the  intracutaneous  test 
only  once. 

For  the  final  experiment  15  white  rabbits  were  injected  intravenously  with 
from  5.5  to  9.0  cc.  of  horse  serum  in  divided  doses  during  3  consecutive  days. 


TABLE  II. 

Association  between  the  Development  of  Lesions  in  the  Heart,  Liver,  and  Kidneys 

and  the  Appearance  of  Skin  Sensitiveness  in  15  Rabbits  Receiving  Single 

Injections  of  Horse  Serum. 


Rabbit  No. 

Amount  of 
serum. 

Lived  after 
injection. 

Skin  reaction. 

Heart. 

Liver. 

Kidney. 

CC. 

days 

15 

5.5 

7 

Not  made 

0 

0 

0 

9 

8.5 

8 

i<         •• 

0 

0 

0 

17 

S'5 

8 

+ 

0 

0 

0 

ID 

8.5 

10 

+ 

0 

+ 

+  + 

7 

8.5 

12 

— 

0 

0 

0 

8 

8.5 

12 

+ 

0 

0 

+ 

II 

5.5 

13 

Not  made 

0 

0 

0 

5 

8.5 

14 

— 

0 

0 

0 

6 

8.5 

14 

+ 

0 

+? 

0 

13 

5-5 

17 

+ 

0 

0 

+ 

16 

5.5 

21 

— 

0 

0 

0 

18 

5.5 

22 

—  20  hrs. 

+ 

+ 

++ 

12 

5.5 

27 

+  + 

++ 

+ 

0 

I 

8.0 

30 

+  + 

+ 

+ 

++ 

2 

9.0 

30 

+ 

+ 

+  + 

+ 

19  (control) 

0 

0 

0 

0 

20         " 

0 

0 

0 

0 

4 

0 

+  pure  Arthus 

0 

0 

0 
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At  varying  intervals  after  the  first  dose  an  intracutaneous  injection  of  from 
0.02  to  0.05  cc.  of  horse  serum  was  made  on  one  side  of  the  shaved  abdomen, 
while  an  equal  amount  of  sheep  or  beef  serum  was  injected  in  the  skin  of  the 
opposite  side  as  a  control.  The  animals,  except  in  one  instance,  were  observed 
for  from  36  to  48  hours  and  after  the  result  of  the  skin  test  had  been  noted, 
killed,  carefully  autopsied,  and  their  organs  examined  histologically. 
The  result  of  this  experiment  is  given  in  Table  II. 

It  will  be  seen  that  from  the  seventh  to  the  twenty-first  day  after 
inoculation  there  were  occasionally  observed  scattered  and  slight 
changes  in  the  liver  or  kidney.  When  such  alterations  were  found 
during  this  period  they  always  occurred  in  rabbits  that  gave  a 
positive  skin  test.  All  animals  that  gave  a  positive  skin  test, 
however,  did  not  show  changes  in  the  internal  organs. 

After  the  twenty-second  day  the  incidence  and  extent  of  the 
changes  in  the  internal  organs  increased  greatly  and  the  skin  reac- 
tion, except  in  one  animal,  was  very  intense.  Uninoculated  con- 
trols and  one  animal  subjected  to  intracutaneous  inoculation  alone 
showed  no  changes  in  the  internal  organs. 

Table  II  shows  very  well  that  the  lesions  in  the  internal  organs 
appear  either  at  the  time  the  skin  sensitiveness  has  made  its  appear- 
ance or  directly  afterwards,  and  therefore,  after  the  animal  has, 
hypothetically,  produced  antibodies  to  the  foreign  protein.  One 
may  liken  the  condition  to  serum  disease  in  man  during  which  time 
profound  and  very  obvious  disturbances  may  take  place.  In  the 
rabbit  the  signs  and  symptoms  so  characteristic  of  the  disease  in 
man  are  lacking,  though  in  one  or  two  of  the  rabbits  in  this  series 
moderate  subcutaneous  edema  and  generalized  enlargement  of  the 
lymph  nodes  was  observed  at  autopsy.  Von  Pirquet  and  Schick^* 
have  noted  under  the  same  conditions  in  rabbits  alterations  in  the 
total  and  differential  leucocyte  counts  that  are  analogous  to  those 
that  are  observed  in  children  during  serum  sickness.  The  effect 
of  anaphylactic  shock  is,  however,  so  unlike  in  different  species  of 
animals  that  it  is  not  permissible  to  draw  general  conclusions  from 
the  results  obtained  in  any  one  species. 

11  von  Pirquet,  C  F.,  and  Schick,  B.,  Die  Serumkrankheit,  Leipzig  and  Vienna, 
1905. 
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CONCLUSIONS. 

Such  foreign  proteins  as  horse  serum  and  egg-white  in  the 
amounts  employed  in  these  experiments  do  not  produce  evidences 
of  intoxication  immediately  after  injection  into  rabbits.  Single 
large  injections  do,  however,  produce  changes  in  the  parenchyma- 
tous organs  after  a  period  of  ten  to  twenty-one  days.  These  de- 
velop at  the  time  or  immediately  after  the  animal  has  formed  anti- 
bodies for  the  foreign  proteins. 

The  mechanism  of  the  development  of  the  lesions  in  the  myo- 
cardiimi,  liver,  and  kidneys  of  rabbits  is  thus  the  same,  whether  a 
single  inoculation  is  given  or  whether  repeated  inoculations  are 
made  in  sensitized  animals.  By  the  latter  method,  however,  much 
more  marked  and  extensive  changes  may  be  produced. 


Digitized  by 


Google 


THE  EFFECT  OF  ROENTGEN  RAYS  ON  THE  RATE  OF 
GROWTH  OF  SPONTANEOUS  TUMORS  IN  MICE. 

By  JAMES  B.  MURPHY,  M.D.,  and  JOHN  J.  MORTON,  M.D. 
(From  the  Laboratories  of  The  Rockefeller  Institute  for  Medical  Research.) 

(Received   for  publication,  September   i,   1915.) 

In  a  previous  communication  we  reported  the  existence  of  a  re- 
lationship between  the  resistant  state  to  transplantable  tumors  in 
mice  and  a  lymphocytic  crisis  in  the  circulating  blood.  We  further 
demonstrated  that  by  a  previous  destruction  of  the  lymphoid  tissue 
of  these  animals  with  x-ray  a  potentially  resistant  animal  was  ren- 
dered susceptible  to  cancer  inoculation.^ 

In  the  course  of  some  experiments  on  x-ray  we  have  noted  that 
the  lymphoid  elements,  after  extensive  dep>letion  byx-ray,^  will  soon 
start  to  regenerate  actively.  This  process  will  continue,  as  has  been 
noted  before,  to  a  period  of  overproduction  of  the  lymphoid  ele- 
ments. The  rapidity  with  which  this  occurs  depends  somewhat  on 
the  amount  of  original  destruction  and  somewhat  on  the  general 
condition  of  the  animal.  We  have  further  noted  that  by  one  small 
dose  of  x-ray  we  could  obtain  in  a  certain  proportion  of  animals  a 
stimulation  of  the  lymphoid  elements,  preceded  by  a  comparatively 
short  period  in  which  the  lymphocytes  were  below  normal.  This 
suggested  an  explanation  of  certain  therapeutic  effects  of  x-ray. 

Our  first  problem  was  to  determine  whether  or  not  x-rays  in  a 
small  dose  administered  to  an  animal  as  a  whole  would  produce  an 
effect  on  the  subsequent  growth  of  a  cancer,  different  from  that  pro- 
duced by  a  similar  dose  applied  directly  to  the  cancer  outside  the 
body.  For  this  purpose  it  was  necessary  in  one  set  of  animals  to 
confine  the  x-ray  effect  to  the  animal  alone,  ruling  out  any  possible 
action  on  the  cancer,  and,  in  a  second  set  to  confine  the  x-ray  effect 
to  the  cancer,  preventing  an  indirect  effect  on  the  animal.  Spon- 
taneous tumors  of  the  mouse  were  selected  for  this  work  as  a  more 

^  Murphy,  Jas.  B.,  and  Morton,  J.  J.,  Jour.  Exper.  Med,,  191S,  xxii,  204. 
2  Heineke,  H.,  Mitt.  a.  d.  Grensgeh,  d,  Med,  u,  Chir.,  1905,  xiv,  21. 
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suitable  material  than  the  transplanted  tumors,  for  reasons  that 
will  be  explained  later.  The  results  are  given  here  in  a  brief 
summary.  A  complete  analysis  of  the  size  and  characters  of  the 
cancers  with  autopsy  findings  will  be  given  in  a  subsequent  report. 

Series  I. — ^There  were  52  mice  with  various  stages  and  types  of 
spontaneous  cancers  in  this  group.  The  tumors  were  removed  as 
completely  as  possible  by  operation,  and,  with  the  cancer  out,  the 
whole  animal  was  exposed  to  a  stimulating  dose  of  x-ray  (Coolidge 
tube).  Immediately  afterwards  a  graft  of  the  original  cancer  was 
replaced  in  the  groin  of  the  animal.  In  26  of  the  52  animals  treated 
in  this  fashion,  there  resulted  a  complete  immunity  to  the  recurrence 
of  the  disease.  Only  those  animals  were  included  in  this  number 
that  lived  and  remained  in  good  physical  condition  for  at  least  five 
weeks  after  the  treatment.  The  majority  lived  from  two  to  four 
months,  some  to  eight  months,  and  some  are  still  living.  There  has 
been  no  evidence  of  a  local  recurrence  at  the  site  of  operation,  nor 
where  the  graft  was  implanted,  or  of  metastasis  in  those  that  have 
died.  Among  the  remaining  26  animals  of  the  series  the  average 
time  for  the  appearance  of  the  graft  was  five  weeks  and  four  days, 
a  figure  which  contrasts  strongly  with  the  figure  for  the  control 
animals.  The  number  of  recurrences  at  the  original  location  of  the 
tumor  was  1 1  among  the  52  animals,  all  occurring  in  the  latter  26. 

Series  IL — For  a  control  series  we  had  29  mice  with  spontaneous 
tumors  of  various  sorts.  These  were  operated  on  in  the  same 
manner  as  the  animals  in  the  first  series,  but  a  graft  of  the  cancer 
was  returned  without  treatment  to  either  the  animal  or  the  cancer. 
The  tumors  were  kept  outside  the  body  for  the  same  length  of  time 
as  in  the  first  series.  In  28  of  the  29  the  grafts  grew  progressively. 
In  one  the  graft  grew  for  a  period  and  then  retrogressed  to  complete 
absorption.  The  average  time  for  the  grafts  to  become  palpable  was 
one  week  and  five  days.  This  is  about  the  same  figure  obtained  by 
Rous.*  Local  recurrences  of  the  cancer  occurred  in  14  of  the  29 
animals. 

Series  III. — The  cancers  in  these  animals  were  removed  in  the 
same  manner  as  in  the  first  two  series,  but  in  this  group  the  cancers 
were  subjected  to  the  same  amount  of  treatment  that  the  animals  had 

»  Rous,  P.,  Jour.  Ex  per.  Med.,  1914,  xx,  433. 
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received  in  the  first  series.  A  graft  from  the  cancer,  after  this  treat- 
ment outside  of  the  body,  was  returned  to  the  groin  of  the  original 
host,  as  in  the  other  experiments.  lo  mice  with  spontaneous  tumors 
were  used  for  this  series,  and  in  all  lo  the  returned  grafts  grew. 
The  average  time  for  these  to  become  palpable  was  one  week  and 
three  days.  There  was  a  local  recurrence  of  the  tumor  in  4  of  the  10 
animals. 

A  tabulation  of  the  figures  for  the  three  experiments  is  given  for 
comparison  in  Table  I. 

TABLE  I. 


Immune. 

Susceptible.      Local  recurrence 
of  tumor. 

Avera^re  time  for  ap- 
pearance of  graft. 

Series  I* 

per  cent 

50.0 

3.4 

0.0 

per  cent 
50.0 
96.6 
100 

per  cent 
21.2 

48.3 
40.0 

5  wks.,  4  days. 
I  wk.,    5     " 

J         ..              3          M 

"      II 

••      III 

*  Series  I,  animals  treated  by  x-ray,  while  cancer  was  out.  Later  a  graft  of 
the  tumor  was  returned.  Series  II,  control  animals  in  which  cancer  was  removed 
and  a  graft  returned  without  treatment  to  either  animal  or  tumor.  Series  III, 
cancers  removed  and  subjected  direct  to  x-ray  treatment  and  a  graft  returned  to 
the  original  host. 

It  will  be  seen  from  the  figures  in  Table  I  that  x-ray  administered 
directly  to  the  cancer  outside  of  the  body  is  insufficient  to  prevent 
the  growth  of  a  graft  returned  to  the  original  host.  On  the  other 
hand,  the  same  small  dose  of  x-ray  given  to  the  animal  with  the 
cancer  removed  was  sufficient  to  render  50  per  cent  of  the  mice  so 
treated  immune  to  returned  untreated  grafts  of  their  own  tumors 
and  greatly  retard  the  growth  in  the  other  50  per  cent. 

The  contrast  between  the  control  animals  with  i  immune  out  of 
29,  and  the  x-rayed  series  with  26  immune  out  of  52  is  striking,  as  is 
also  the  comparison  of  local  recurrence  in  the  two  series.  The  de- 
layed appearance  of  the  graft  in  the  treated  series  is  important  and 
this  period  could  perhaps  have  been  prolonged  or  a  recurrence  pre- 
vented altogether  by  a  second  exposure  to  x-ray  after  a  suitable 
interval. 

Total  white  counts  and  diflferentials  were  done  on  all  of  these  mice 
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before  operation*  or  treatment  and  on  part  of  them  at  intervals  after. 
So  far  in  the  limited  number  counted  systematically  afterward,  our 
treatment  has  given  in  the  successful  cases  a  definite  increase  in  the 
l3miphocytes.  Whether  or  not  this  increase  is  vitally  concerned  in 
the  immunity  process  to  spontaneous  tumors  is  a  point  to  which  at 
present  we  are  unwilling  to  commit  ourselves.  The  results  in  the 
light  of  our  previous  experiments  are  strongly  suggestive  of  this, 
however. 

We  have  demonstrated  a  direct  effect  of  x-rays  on  the  animal, 
which  renders  it  more  highly  resistant  to  replants  of  its  own  cancer 
than  would  normally  be  the  case.  There  is  also  an  absence  of  any 
demonstrable  effect  of  this  small  dose  of  x-ray  when  administered  to 
the  cancer  direct.  Grafts  of  such  tumors  when  returned  to  their 
original  host  grow  as  well  as  do  the  controls.^ 

*  Counts  made  on  over  loo  untreated  mice  with  spontaneous  tumors  have 
failed  to  show  an  abnormally  low  lymphocytic  content  in  the  circulating  blood. 
This  result  is  contrary  to  that  obtained  by  Baesladc  (Baeslack,  F.  W.,  Ztsckr.  f. 
Immunitdtsforsch.,  Orig.,  1913-14,  xx,  421)  in  counts  on  two  mice  with  spon- 
taneous tumors.  We  were  also  unable  to  confirm  his  reported  decline  in  the 
numbers  of  lymphocytes  in  animals  with  growing  transplantable  cancers  (Murphy 
and  Morton,  loc.  cit).  He  also  gives  differential  counts  on  four  mice  with 
natural  immunity  to  transplanted  tumors,  but  as  no  total  white  cell  counts  are 
given  it  is  impossible  to  tell  whether  his  percentage  variations  are  due  to  fluctua- 
tions in  the  polymorphonuclear  cell  or  in  the  lymphocyte. 

^  We  have  avoided  in  this  communication  any  discussion  of  the  massive  and 
contradictory  literature  on  direct  x-ray  effects.  We  are  unaware  of  any  experi- 
ments that  bring  out  the  above  points. 
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A  FURTHER  STUDY  ON  THE  BIOLOGIC  CLASSIFI- 
CATION OF  PNEUMOCOCCI. 

By  OSWALD  T.  AVERY,  M.D. 
(From  the  Hospital  of  The  Rockefeller  Institute  for  Medical  Research.) 

(Received  for  publication,  September  17,  1915.) 

The  biologic  classification  of  pneumococci,  according  to  Dochez 
and  Gillespie/  divides  these  organisms  into  four  main  groups. 
These  groups  represent  well  defined  types  which  are  distinct  and 
readily  differentiated  by  immunological  reactions.  In  previous  com- 
munications^ the  varieties  of  pneumococci,  their  relation  to  disease, 
and  their  significance  in  problems  of  specific  therapy  have  been 
discussed  in  detail.  The  present  work  is  confined  to  a  study  of  a 
limited  number  of  strains  of  pneumococci  which,  because  of  cer- 
tain serological  reactions,  are  closely  allied  to  the  second  group,  and 
appear  to  represent  distinct  subgroups  of  Pneumococcus  Type  II. 

In  classifying  pneumococci  by  serological  methods,  agglutination 
and  protection  experiments  have  been  employed.  Agglutination  of 
typical  pneumococci  of  the  second  group  in  an  immune  serum  of  the 
homologous  type  is  prompt  and  characteristic.  There  is  occasionally 
encotmtered,  however,  an  organism  with  which  the  agglutination  re- 
action in  Antipneimiococcus  Serum  II  is  incomplete  and  less  prompt, 
often  being  delayed  several  hours.  The  occurrence  of  strains  show- 
ing these  peculiarities  has  been  frequent  enough  to  direct  attention 
to  them,  since  in  the  presence  of  a  positive,  but  atypical  agglu- 
tination, some  confusion  may  arise  in  diagnosis.  Theoretically,  too, 
it  is  of  interest  to  determine,  if  possible,  whether  or  not  these  varia- 
tions in  agglutinability  indicate  essential  biologic  differences. 

The  facts  presented  are  a  result  of  a  study  of  ten  strains  of 
pneumococci,  all  of  which  agglutinated  in  Antipneumococcus  Serum 
II,  atypically  as  described  above.     Cross-immunity  reactions  and 

1  Dochez,  A.  R.,  and  Gillespie,  L.  J.,  Jour.  Am.  Med.  Assn.,  1913,  Ixi,  727. 

2  Cole,  Ruf us.  Arch.  Int.  Med.,  1914,  xiv,  56 ;  New  York  Med.  Jour.,  1915, 
ci,  I,  59.    Dochez,  A.  R.,  and  Avery,  O.  T.,  Jour.  Exper.  Med.,  1915,  xxi,  114. 
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absorption  tests  indicate  that  these  organisms  possess  characteristic 
group  relationships  among  themselves  and  a  common  antigenic  rela- 
tion to  the  original  and  typical  Type  II  pneumococcus. 

Description  of  Cultures. — Ten  strains  of  pneumococci  were 
chosen,  five  of  which  were  isolated  from  disease  and  five  from  the 
sputum  of  normal  individuals.  Table  I  gives  the  source  and  cul- 
ture designation  of  the  strains  studied. 


TABLE  I. 

Pneumococcus. 

Source. 

Obtained  from 

Remarks. 

J 

Acute  maxillary  antrum 

Pus 

Recovery. 

L 

lobar  pneumonia 

Lung  puncture 

'* 

M 

II         ««               «« 

Blood 

SepUcemia,  fatal. 

Jn 

<•         II               «« 

Sputum 

Recovery. 

W 

Pri^iary  pneumonia  (child) 

Lung  puncture 

Fatal. 

As 

Normal  indi^'idual 

Sputum 

No  infection. 

At 

•«             «« 

•• 

..         tt 

FCB 

•<            4* 

•• 

1.         «« 

S13 

Diabetic  patient 

•• 

«i         II 

H 

tt             <* 

*• 

II         II 

These  ten  strains  possess  the  common  characteristic  of  partial  ag- 
glutination in  antipneumococcus  serum  of  Type  II.  Culturally  and 
biologically  they  present  all  the  usual  characters  of  typical  pneumo- 
cocci: such  as  inulin  fermentation,  bile  solubility,  and  more  or 
less  distinct  capsule  formation.  Their  virulence  on  isolation  was 
distinctly  lower  than  that  of  the  typical  Type  II  organism. 

Agglutination  as  illustrated  in  Table  II  establishes  a  definite  rela- 
tionship between  the  strains  studied  and  the  type  organism  of  Pneu- 
mococcus Group  II.  The  reaction  of  all  ten  strains  in  Serum  II  is 
distinct,  but  never  as  prompt  or  complete  as  in  the  case  of  the 
typical  Group  II  organism.  With  all  typical  Type  II  pneumococci 
the  agglutination  begins  almost  immediately  and  is  complete  in  half 
an  hour,  while  the  reaction  of  these  ten  strains  is  always  delayed  and 
often  incomplete  at  the  end  of  the  period  of  observation.  It  is  fur- 
ther evident  that  these  minor  agglutinins  tend  to  disappear  in  the 
higher  dilution  and  are  completely  absent  in  dilution  of  i  to  80,  at 
which  titer  the  reaction  of  the  type  organism  still  persists. 

This  variation  in  agglutination  was  at  first  attributed  to  the  pos- 
sibility that  there  might  exist,  among  pneumococci  of  Group  II, 
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EXPERIMENTAL. 

Agglutination  Experiments. 

TABLE  IL 

Determination  of  the  Titer  of  Agglutination  of  Strains  in  Antipneumococcus 

Serum  II,  Using  Antipneumococcus  Serum  I  and  Normal  Horse  Serum 

(N)  as  Controls. 


Dilution. 

I.I 

i:io 

i:ao 

1:40 

i:8e 

Sera. 

N 

I 

11 

N 

I 

II 

N 

I 

11 

N 

I 

II 

N 

I 

II 

Culture 

As  ii» 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

+  + 

_ 

— 

_ 

— 

— 

L6« 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

+ 

— 

— 

— 

Jn8» 

— 

± 

+  + 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

— 

M5»» 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

+ 

— 

— 

— 

At  9' 

— 

± 

+  + 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

+ 

— 

— 

— 

J7« 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

+  + 

— 

"~ 

+ 

— 

— 

— 

Ws» 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

+  + 

— 

"~ 

± 

— 

— 

— 

FCBp' 

— 

+ 

+  + 

— 

± 

+ 

— 

— 

— 

— 

— 

— 

— 

S  13  I2» 

+  ± 

+  + 

— 

— 

+  + 

— 



+ 

— 

— 

— 

— 

— 

— 

H7» 

+ 

+  + 

± 

— 

+ 

— 

- 

+ 

— 

— 

± 

— 

— 

— 

II  46" 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

+  + 

— 

— 

+  + 

I  IIS* 

~ 

+ 

— 

-— 

+ 

— 

— 

+ 

— 

— 

+ 

— 

— 

± 

— 

The  reactions  were  read  after  2  hrs.  at  37**  C.  and  over  night  on  ice. 
The  numerals  following  the  culture  indicate  the  animal  passage;  the  expo- 
nent indicates  the  number  of  generations  removed  from  the  last  passage. 

TABLE  III. 

The  Effect  of  Increased  Virulence  upon  the  Agglutinability  of  the  Atypical 

Group  II  Pneumococcus  in  Antipneumococcus  Serum  II. 


Dilution. 

Aniipneumococcas  Serum  II. 

1:10 

1           i:ao 

1:40 

1:80 

Pneumococcus 
M  o» 
M  5" 

+  + 
+  + 

± 
± 

- 

Lo» 
L6" 

+  + 

+  + 

± 

— 

Jno» 
Jn  io» 

+ 
+  + 

± 
+ 

- 

— 

FC  B  !»• 
EC  B  ii» 

• 
+  + 
+  + 

~ 

- 

— 

II  46"                         1 

+  + 

++ 

++ 

+  + 

The  numerals  after  the  culture  indicate  number  of  mouse  passages. 
The  exponent  indicates  the  number  of  generations  removed  from  the  last 
passage. 
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strains  of  poor  agglutinability,  analogous  to  similar  conditions  among 
other  bacterial  groups.  It  was  also  thought  that,  since  these  or- 
ganisms were  of  lower  virulence  than  the  type  organism,  this  fact 
might  bear  some  relation  to  their  agglutinability.  Agglutination 
tests  were  carried  out  with  certain  atypical  strains,  the  virulence 
of  which  had  been  enhanced  by  repeated  animal  passage.  The  effect 
of  the  animal  passage  on  the  agglutination  titer  was  then  determined. 
Four  strains  were  chosen,  the  virulence  of  which  was  raised  by 
mouse  passage  until  it  had  attained  a  point  comparable  to  that  of  the 
typical  Type  II  pneumococcus,  with  a  minimum  lethal  dose  of 
o.oooooi  cc.  of  broth  culture. 

It  is  evident  from  Table  III  that  enhancing  the  virulence  of  these 
strains  did  not  affect  their  agglutinability.  The  variations  in  agglu- 
tinations between  these  strains  and  the  type  pneumococcus  appear 
to  be  not  merely  differences  in  agglutinability,  but  suggest  rather  the 
possibility  that  actual  differences  in  agglutinogenic  properties  may 
characterize  these  organisms.  To  determine  this  a  univalent  immune 
serum  was  prepared  by  immunization  of  rabbits  to  each  of  the 
ten  strains. 


Agglutination  by  Immune  Rabbit  Sera  of  the  Ten  Strains  of 

Atypical  Group  II  Pneumococci  and  the  Results  Obtained 

by  Cross-Agglutination. 

TABLE  IV. 

Agglutination  of  the  Ten  Strains  by  Homologous  Sera  and  the  Effect  of  Such 

Sera  on  Stock  Cultures  of  Pneumococcus  of  Type  II. 


Immune  rabbit  s«nu 


Sera. 

Aa 

Ar 

Sx3 

FCB 

H 

Culture. 

As 

II 

1      At 

11 

Si3    1 

II 

FCB         II 

H 

II 

I  :  I 
I  :  10 

I  :  20 
I  :40 

+  + 
+  + 
+  + 

- 

+  + 
+  + 

+ 
± 

•     - 

+  +    1 
+  + 
+  + 
+  +    1 

\ 

+  +   1      - 

+  + 

±      '      - 

+  + 
+  + 
+  + 
+  + 

- 

Sera. 

L 

J 

1            J 
1     J" 

n 

W 

M 

Culture. 

L 

II 

J 

II 

II 

w 

" 

M 

II 

I  :  I 
I  :  10 
z  :  30 
I  :40 

+  + 
+  + 
+  + 
+  + 

- 

+  + 

+  + 
+  + 

- 

1    +  + 

+  + 

+  + 

- 

++ 
++ 

++ 

- 

+  ± 
+  ± 

+ 

_ 
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Table  IV  shows  that  the  rabbit  immune  atypical  sera  each  agglu- 
tinated strongly  the  homologous  strain  of  pneumococcus,  but  that 
none  of  these  sera  had  any  effect  on  the  type  culture  of  Group  II. 
This  failure  of  the  antisera  of  the  ten  strains  to  agglutinate  the  Type 
II  pneumococcus  shows  differences  in  the  antigenic  properties  of 
these  organisms  and  is  in  striking  contrast  to  the  positive  reactions 
of  agglutination  with  these  same  strains  by  Antipneumococcus 
Serum  II  (Table  II).  This  failure  of  reversibility  of  the  agglu- 
tination reaction  would  seem,  therefore,  to  be  due  to  actual  differ- 
ences in  the  agglutinogenic  groups  of  these  various  organisms. 

TABLE  V. 
Cross-Agglutination, 


Pneumococcus  culcures. 

Immune  sera. 

As 

S13 

FCB 

Ar 

L 

J 

Jn 

W      1      M      j      H      j      II 

As 

S13 

FCB 

Ar 

L 

J 
Jn 
W 
M 
H 
Normal  rabbit 
II 

+  + 

+ 
- 
+ 

+  + 

+ 

+  + 
+  + 

+ 

+  + 

+ 
+  + 

+ 
+ 
+ 

+  + 

+ 

+  + 

1 
+  + 

++ 

++ 

+ 

- 
- 

++ 

++ 

Table  V  reveals  the  striking  fact  that  in  a  series  of  organisms 
wholly  contained  within  Group  II  certain  separate  relationships  are 
demonstrable.  An  analysis  of  this  table  indicates  clearly  the  ex- 
istence of  three  distinct  groups  which  appear  to  represent  subdivi- 
sions of  the  main  Group  II,  in  the  antiserum  of  which  all  members  of 
each  of  these  subdivisions  are  agglutinated.  For  purposes  of  con- 
venience these  subdivisions  will  be  referred  to  as  Subgroups  II  A, 
II  B,  and  II  X,  and  are  shown  more  clearly  in  Table  VI. 

Subgroup  II  A  consists  of  four  strains,  the  immune  reactions  of 
which  are  specific  within  the  group,  being  identical  with  those  of  all 
other  strains  of  the  group,  but  bearing  no  relation  to  those  of  Sub- 
groups II  B,  or  II  X.  Similarly,  Subgroup  II  B  consists  of  three 
other  strains  characterized  by  the  possession  of  specific  immunity 
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Pneumococcus  Cultures. 

Immune  sera. 

As 

L 

Jn              1             M 

II 

A8 
.   L 
Jn 
M 

II 

+  + 

+  + 
+  + 

+ 

+  + 

+  + 

+ 
+  + 

+  + 

+ 
+  + 

+  + 

+ 

+  + 

Subgroup  II  B. 


Pneumococctis  cultures. 

Immune  «era. 

Ar 

J 

W 

II 

At 

+  + 

+ 

+ 

». 

J 

+  + 

+  + 

+  + 

— 

W 

+  + 

+ 

+  + 

— 

II 

+ 

+ 

+  + 

+  + 

Subgroup  II  X, 


Pneumococcus  cultures. 

Immune  sera. 

FCB 

Sx3           1             H 

II 

FCB 

S13 

H 

II 

+ 

+  + 

+  + 

+  + 

reactions,  identical  for  members  of  this  subgroup  alone.  The  re- 
maining three  strains  have  been  placed  in  Subgroup  II  X  which,  like 
the  larger  Group  IV  of  the  original  biologic  classification,  is  peculiar 
in  that  it  seems  to  consist  of  a  heterogeneous  series  of  independent 
strains  which  do  not  cross  in  their  immunity  reactions  with  members 
of  the  other  two  subgroups  or  with  each  other.  All,  however, 
possess  the  common  character  of  atypical  agglutination  in  Antipneu- 
mococcus  Serum  II.  This  subgroup,  like  its  prototype  Group  IV, 
seems  to  be  infinitely  variable,  and  to  be  characterized  by  the  absence 
of  cross-immunity  reactions _and  by  lower  virulence. 

Protection  Experiments. — ^The  protection  of  animals  against  in- 
fection is  generally  conceded  to  be  one  of  the  most  specific  of  immun- 
ological reactions  and  hence  one  of  the  most  satisfactory  methods  of 
classification.  White  mice  were  given  intraperitoneal^  graduated 
doses  of  pneumococci  and  at  the  same  time  a  fixed  quantity  of  im- 
mune serum.     All  animals  except  the  virulence  controls  received  0.2 
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cc.  of  immune  serum  intraperitoneally.  This  quantity  of  Immune 
Serum  II  as  a  rule  protects  mice  against  o.oi  cc.  of  broth  culture 
of  the  homologous  organism  which,  given  alone,  kills  mice  regularly 
in  doses  of  o.oooooi  cc.  All  animals  surviving  for  five  days  were 
considered  effectively  protected. 

In  experimental  pneumococcal  infection  the  specificity  of  the  pro- 
tective power  of  an  immune  serum  is  evident  only  when  the  culture 
employed  is  fully  virulent.  Of  the  ten  strains  of  pneumococci  it  was 
found  possible  to  raise  the  virulence  of  seven  by  animal  passage. 
The  virulence  of  the  other  three  strains  could  not  be  increased  suffi- 
ciently for  use  in  protection  experiments,  although  they  were  passed 
successively  through  ii,  14,  and  18  animals,  respectively.  They 
were  even  then  of  such  low  virulence  that  it  was  impossible  to  kill 
mice  with  the  moderate  doses  necessary  for  the  successful  carry- 
ing out  of  the  test.  Of  these  three  strains,  two  betonged  to  Sub- 
group II  X  and  one  to  Subgroup  II  A. 

Further  Evidence  of  the  Specificity  of  Group  Relationships  by  Pro- 
tection Experiments. 
TABLE  VII. 
Protective  Action  of  Antipneumococcus  Serum  II. 
The  Relation  between  the  Specificity  of  the  Protective  Action  of  Immune  Serum 
and  the  Virulence  of  the  Infecting  Organism, 
Pneumococcus  L  (Subgroup  II  A)  after  One  Animal  Passage. 


Pneumococcus  Lx\ 

Virulence  controls. 

Serum  U. 

Serum  I. 

Normal  tenun. 

CC. 

OiOI 

S.* 

D.  96 

S. 

O.OOI 

D.  72 

•• 

s. 

** 

O.OOOI 

s. 

** 

•• 

D.96 

O.OOOOI 

*• 

** 

«* 

s. 

O.OOOOOI 

D.  72 

<« 

D.  96 

D.96 

Pneumococcus  L  (Subgroup  II  A)  after  Seven  Animal  Passages. 

Virulence  controls. 

Serum  II. 

Semm  I. 

cc. 

O.OI 

O.OOI 

O.OOOI 

O.OOOOI 

O.OOOOOI 

D.  36 

S. 

«* 

** 

D.  18 
(«    « 

••   36 
«•     «* 

*  In  the  tables  D.  stands  for  died ;  S.  for  survived.    The  figures  represent  the 
number  of  hottrs  before  the  death  of  the  animal. 
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Table  VII  shows  that  after  increasing  the  virulence  of  pneumo- 
coccus  L  (Subgroup  II  A)  to  a  degree  sufficient  to  apply  the  test, 
definite  protection  was  afforded  by  stock  Antipneumococcus  Serum 
II  against  10,000  times  the  minimal  lethal  dose  of  culture.  The  odd 
survivals  and  non-specific  reactions  with  tlie  same  strain  before  its 
virulence  was  raised  by  animal  passage  is  evidence  of  the  futility 
of  attempting  specific  reactions  of  a  protective  rtature  with  avirulent 
organisms.  That  this  phenomenon  does  not  represent  a  reversion 
to  type  brought  about  by  animal  passage  is  evidenced  by  the  fact  that 
the  antigenic  properties  of  these  organisms  remained  unaffected  by 
such  treatment.  Of  the  seven  strains,  the  virulence  of  which  was 
increased  by  mouse  passage,  Antipneimiococcus  Serum  Type  II  pro- 
tected against  six,  three  of  which  belonged  to  Subgroup  II  A  and 
three  to  Subgroup  II  B.  The  seventh  strain,  an  organism  of  Sub- 
group II  X,  although  made  equally  virulent  by  nine  mouse  passages, 
was  not  protected  against  by  immune  serimi  of  Type  II. 

Cross-Protection  Tests  with  Homologous  and  Heterologous  Sera  of 
the  Three  Subgroups  of  Pneumococcus  //. 

TABLE  VIII. 

Protective  Action  of  Sera  of  Subgroup  II  A  against  a  Pneumococcus  of  the 

Same  Group,  and  Failure  of  Sera  of  Subgroups  II  B  and  II  X  to 

Protect  against  the  Same  Organism, 


Pneumococcus 

Immune  sera. 

Subgroup  II  A. 

Subgroup  II  B. 

Subgroup  II  X. 

Antipneumo- 
coccus 

Virulence 

controls. 

Jn9» 

Jn          1     L 

W 

FOB 

Type  II. 

CC, 

O.OI 

D.  72 

S. 

D.  18 

D.  18 

D.96 

O.OOI 

S. 

•• 

*«     •• 

««     •« 

S. 

0.000 1 

«« 

«•     «f 

«*     «« 

*• 

D.  18 

O.OOOOI 

t* 

•« 

•  •         M 

"  '4 

«• 

O.OOOOOI 

** 

*• 

««         «« 

**       ** 

«• 

"   24 

Tables  VIII  and  IX  demonstrate  that  an  immune  serum  of  Sub- 
groups II  A  and  II  B  protects  against  any  organism  of  the  homolog- 
ous subgroup,  but  fails  to  protect  against  any  strain  of  the  other  two 
subgroups.     Table  X  emphasizes  the  individual  character  of  organ- 
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TABLE  IX. 

Protective  Action  of  Sera  of  Subgroup  II B  against  a  Pneumococcus  of  the  Same 

Subgroup  and  Failure  of  Sera  of  Subgroups  II  A  and  II  X  to  Protect 

against  the  Same  Organism, 


Pneumococcus  . 

Immune  sera. 

Subgroup  II  B. 

Subgroup  II  B. 

Subgroup  II  A. 

Subgroup  II  X  4 

Antipncumo- 

coccus 

Type  II. 

Virulence 

W61 

W 

J 

Jn 

FCB 

controls. 

CC. 
O.OI 
O.OOI 
O.OOOI 
O.OOOOI 
O.OOOOOI 

D.  26 
S. 

s. 

«< 

D.  I8 

D.  i8 

D.  96 

S. 

D.  18 

TABLE  X. 

Protective  Action  of  Serum  of  Subgroup  II  X  against  the  Homologous  Organ- 

isms  Only  and  Failure  of  Sera  of  Subgroups  II  A  and  II  B  and  Anti- 

pneumococcus  Serum  II  To  Protect  against  the  Same, 


Pneumococcus 

Immune  sera. 

Subgroup  II  X. 

Subgroup  II  X. 

Subgroup  II  A. 

Subgroup  II  B. 

Antipneumo- 
coccus 
Type  II. 

Virulence 

F  C  B  III 

FCB 

S13 

Jn 

W 

controls. 

CC, 
O.OI 
O.OOI 
O.OOOI 
O.OOOOI 
O.OOOOOI 

D.  18 
S. 

D.  18 
•1     «« 

D.  18 

D.  18 
*'    36 

D.  18 

D.  18 

TABLE  XL 

Lack  of  Protective  Power  of  Immune  Sera  of  Subgroups  II  A,  II  B,  and  II  X 
against  Typical  Pneumococcus  II. 


Pneumococinis 

Immune  sera. 

Type  II. 

Subgroup  II  A.      1 

Subgroup  II  B. 

Subgroup  II  X. 

Virulence  con- 

II46I 

Jn               1 

W                 1               FCB 

trols. 

CC, 

1 

O.OI 

D.  18 

D.  18 

D.  18 

O.OOI 

..    «•             1 

<4          >« 

•(     «< 

O.OOOI 

«    <« 

••          *' 

<4          «l 

D.  18 

O.OOOOI 

i«    «• 

l«          <( 

M          It 

««        <• 

O.OOOOOI 

M         «< 

t 

'•        26 

..        .. 
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isms  of  Subgroup  II  X.  A  serum  produced  by  immunization  with 
any  given  strain  of  this  type  protects  against  that  particular  organism 
and  against  no  other.  As  previously  noted,  there  is  a  complete  lack 
of  crossing  in  the  immunity  reactions  of  the  individual  members  of 
Subgroup  II  X.  Table  XI  shows  that  in  protective  action,  as  in  ag- 
glutination (Table  IV),  the  immune  sera  of  Subgroups  II  A,  II  B, 
and  II  X  have  no  effect  on  the  typical  pneumococcus  of  Type  II. 
That  these  immunologic  reactions  between  the  original  Type  II 
pneumococcus  and  organisms  of  the  subgroups  are  not  reversible 
seems  to  indicate  degrees  of  difference  in  antigenic  characters. 
While  the  serological  specificity  of  the  subgroups  definitely  separates 
one  from  the  other,  nevertheless  their  immune  reactions  with  the 
antisera  of  the  typical  Type  II  organism  indicate  that  they  are  all 
biologically  related.  The  correlation  of  these  subgroups  is  further 
proven  by  absorption  tests. 

Absorption  Experiments, — The  phenomenon  of  specific  absorp- 
tion of  agglutinins  from  an  immune  serum  by  the  homologous  or- 
ganism was  first  described  by  Castellani.*  This  investigator  found 
that  from  a  polyvalent  serum  produced  by  immunization  with  two 
microorganisms  of  different  species,  the  agglutinins  for  either  one 
could  be  removed  by  fractional  absorption  with  the  homologous 
strain,  while  in  a  serum  thus  exhausted,  the  antibodies  for  the  second 
organism  remained  intact.  It  has  been  shown  also  that  in  a  uni- 
valent serum  against  Bacillus  typhosus  not  only  are  agglutinins  pres- 
ent for  that  organism  alone,  but  that  in  the  same  serum  there  also 
exist  partial  pr  minor  agglutinins  for  bacilli  whidh  are  biologically 
similar,  and  which  fall  within  the  same  general  group.  Absorption 
of  a  typhoid  immune  serum  by  Bacillus  typhosus  removes  not  only 
the  agglutinins  for  that  organism,  but  completely  exhausts  the  serum 
of  its  minor  antibodies  for  the  closely  allied  organisms.  This  reac- 
tion, however,  is  not  reversible,  for  removal  of  the  partial  aggluti- 
nins by  absorption  with  a  member  of  the  intermediary  species  leaves 
the  antibodies  for  Bacillus  typhosus  practically  undiminished.  The 
significance  of  this  phenomenon  in  bacterial  classification  is  obvious, 
and  its  applicability  to  the  present  study  is  evident  in  the  following 
protocols. 

*  Castellani,  A.,  Ztschr.  f,  Hyg,  u.  Infectionskrankh,,  1902,  xl,  i. 
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Specificity  of  Absorption  RecLction,  Absorption  of  Antipneumococcus  Serum  I 
with  Pneumococd  of  Groups  I  and  II. 

Technique. — Specific  absorption.  Antipneumococcus  Serum  I.  2  cc.  of  serum 
were  diluted  with  3  cc.  of  salt  solution.  To  the  5  cc.  of  diluted  serum  the  live, 
washed  bacterial  residue  of  150  cc  of  a  twenty-four  hour  broth  culture  of 
Pneumococcus  I  was  added,  allowed  to  stand  in  contact  over  night  in  the  ice  box, 
then  centrifuged,  the  clear  supernatant  serum  pipetted  off,  and  passed  through  a 
Berkefeld  filter. 

Non-specific  absorption.  Antipneumococcus  Serum  I  was  absorbed  with 
Pneumococcus  II.    The  technique  was  the  same  as  above. 

Control.  Antipneumococcus  Serum  I  diluted,  and,  without  the  addition  of 
any  bacteria,  filtered  by  the  same  technique. 


TABLE  XII. 

Specific  and  Non-Specific  Absorption  of  Agglutinins  from  Antipneumococcus 

Serum  I  by  Pneumococd  of  Groups  I  and  II , 

Agglutination, 


Antipneumococcus  Serum  I. 

Culture  pneumococcus, 
uroup  I. 

Specific  absorption 
with  Pneumococcus  I. 

Non-specific  absorption 
with  Pneumococcus  II. 

Control. 
Serum  unabsorbed. 

- 

+  + 

+  + 

TABLE  XIIL 
Protective  Power  of  Antipneumococcus  Serum  I  after  Absorption  zvith  Pneumo- 
cocd of  Groups  I  and  IL 
Protection. 


Virulence  controls. 

Antipneumococcus  Serum  I. 

Culture 

pneumococcus. 

Group  I. 

Specific  absorption 
with  Pneumo- 
coccus I. 

Non-specific 

absorption  with 

Pneumococcus  II. 

Control. 
Serum  unabsorbed. 

CC. 
O.OI 
O.OOI 
O.OOOI 
O.OOOOI 
O.OOOOOI 

D.  18 
•*    20 

D.  18 

*•    20 

"    24 
««     <« 

••    48 

S. 

S. 
«• 

Tables  XII  and  XIII  demonstrate  the  specificity  of  the  absorption 
reaction  with  pneumococci  of  the  fixed  Types  I  and  II.  Saturating 
an  immune  serum  of  Group  I  with  pneumococcus  of  the  same  typ** 
completely  exhausts  that  serum  of  all  its  agglutinins  and  protective 
antibodies,  while  absorption  of  the  same  serum  with  organisms  of 
Group  II  does  not  appreciably  diminish  these  immune  substances  for 
pneumococci  of  Group  I. 
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Absorption  of  Aniipneumo coccus  Serum  II  with  Pneumococcus  II  and  Organ- 
isms  of  Its  Subgroups  II  A,  II  B,  and  II  X, 

Technique. — To  lo  cc.  of  undiluted  Antipneumococcus  Serum  II  was  added 
the  washed  bacterial  residue  from  150  cc  of  an  eighteen  hour  broth  culture 
of  the  given  strain  of  pneumococcus.  Before  being  added  to  the  serum  the 
bacteria  were  killed  by  heating  at  56®  C.  for  forty-five  minutes.  The  serum 
mixtures  were  incubated  in  the  water  bath  for  two  hours  at  37**  C.  and  allowed 
to  remain  in  contact  over  night  in  the  ice  box.  The  clumps  of  agglutinated  bac- 
teria were  whirled  out  by  centrifugation,  and  the  clear  supernatant  serum  was 
pipetted  off.  This  serum  was  absorbed  a  second  time  by  the  same  technique, 
tested  for  the  absence  of  agglutinins,  and  called  exhausted  serum. 

TABLE  XIV. 

Cross-Agglutination  Reactions  with  Antipneumococcus  Serum  II  Exhausted  by 

Absorption  with  Type  Strains  of  Pneumococcus  II  and  Its  Subgroups 

II  A,  II  B,  and  II  X, 


Pneumococcus. 

Aniipoeuonococcus  S«rum  II. 
Absorbed  by 

Subgroup  II  A.        '   Subgroup  II  B. 

Subgroup  11  X. 

Group  II. 

Jn       As 

L       M        W    1    Ar 

J 

S13 

FCBJ     H 

Type  II. 

Subgroup  A,  Jn 
B,W 
X.  S  13 

Group  II 

-        -    1    -        -     +++± 
+  +  ++  ++  +±      -    '    - 

++;  +  +  ++  +±  ++  +  + 
-|  -1  -     -     -     - 

+  + 

+  + 
+  + 

+ 
+ 

+  + 

+  + 

+  + 
+  + 

Table  XIV  shows  that  specific  absorption  of  Antipneumococcus 
Serum  II  with  the  typical  Type  II  pneumococcus  removes  all  the 
agglutinins,  not  only  for  the  homologous  organism,  but  also  all  the 
partial  agglutinins  for  its  subgroups,  II  A,  II  B,  and  II  X.  In  other 
words,  specific  absorption  of  Antipneumococcus  Serum  II  completely 
exhausts  it  of  both  major  and  minor  agglutinins.  Conversely,  how- 
ever, absorption  of  the  same  immune  serum  with  a  representative 
strain  of  Subgroup  II  A  removes  the  minor  agglutinins  for  members 
of  that  subgroup  only,  leaving  intact  the  antibodies  for  the  Type  II 
pneumococcus  and  its  other  subgroups,  II  B  and  II  X.  Similarly, 
absorption  of  Antipneumococcus  Serum  II  with  any  member  of  Sub- 
group II  B  takes  out  the  agglutinins  for  all  the  Subgroup  II  B  or- 
ganisms, but  leaves  unaffected  the  antibodies  for  the  Type  II  pneu- 
mococcus and  its  subgroups,  II  A  and  II  X.  The  lack  of  cross- 
immunological  reactions  among  the  heterogeneous  organisms  within 
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Subgroup  II  X  already  noted  in  the  previous  agglutination  and 
protective  experiments  (Tables  VI  and  X)  is  again  evident  in  the 
absorption  tests.  Saturation  of  Immune  Serum  II  with  a  pneumo- 
coccus  of  Subgroup  II  X  robs  the  serum  of  its  agglutinins  for  that 
individual  strain  only,  and  for  no  other. 

The  results  obtained  by  absorption  experiments  with  Antipneumo- 
coccus  Serum  II,  a  serum  produced  by  intensive  immunization  of 
the  horse  with  a  single  strain  of  the  typical  Type  II  pneumococcus, 
corroborate  the  same  specific  groupings  obtained  by  the  cross-im- 
munological  reactions  of  agglutination  and  protection  with  immune 
rabbit  sera  of  the  individual  strains. 

DISCUSSION. 

The  biologic  classification  of  the  pneumococcus  distinguishes  four 
distinct  groups.  These  types  are  based  upon  well  defined  immuno- 
logic differences.  The  accuracy  with  which  these  groups  may  be 
differentiated  and  the  constancy  of  their  relative  frequence  in  disease 
and  health  emphasize  the  importance  of  their  recognition  in  clinical 
and  epidemiological  studies.  The  exactness  with  which  the  large 
number  of  strains  studied  have  conformed  to  type  indicates  the  ex- 
traordinary uniformity  and  comparative  fixity  of  the  specific  groups. 
These  distinctive  differences  in  antigenic  properties  not  only  offer  a 
reliable  method  for  the  more  exact  determination  of  the  varieties  of 
pneumococcus,  but  afford  the  only  rational  basis  for  the  study  of 
immunotherapy  in  pneumococcal  infection. 

The  second  group  of  pneumococci  of  the  original  classification 
consists  of  highly  virulent  organisms  which  are  responsible  for  about 
one-third  of  all  cases  of  lobar  pneumonia  of  pneumococcus  origin. 
Organisms  of  this  group  produce  infections  which  are  clinically 
severe,  and  the  mortality  of  which  is  about  35  per  cent.  The  sero- 
logical reactions  by  means  of  which  Group  II  was  originally  identi- 
fied are  sharply  defined.  So  characteristic  and  prompt  is  the  agglu- 
tination of  any  strain  of  this  type  in  Antipneumococcus  Serum  II 
that  any  deviation  from  the  normal  reaction  is  quickly  recognized. 
The  isolation  of  an  occasional  strain  of  pneumococcus  which  agglu- 
tinates atypically  in  Antipneumococcus  Serum  II  led  to  an  attempt  to 
determine  the  nature  of  these  organisms  and  their  relation  to  the 
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type  pneumococcus  of  Group  II.  Of  the  ten  strains  studied  five  were 
isolated  from  disease  and  five  from  the  sputum  of  normal  individ- 
uals. These  organisms  all  exhibited  the  usual  cultural  and  biochem- 
ical characteristics  of  the  pneumococcus ;  namely,  inulin  fermentation, 
bile  solubility,  and  varying  degrees  of  capsular  development.  The 
facts  developed  by  this  study  indicate  the  existence  of  pneumococci 
which  are  biologically  similar  and  closely  allied  to  the  typical  organ- 
ism of  Group  II.  These  organisms  possess  partial  antigenic  char- 
acters common  to  the  Type  II  pneumococcus,  but  they  vary  from  the 
typical  representative  of  this  group  by  a  diversity  of  relationships 
among  themselves,  and  by  a  lack  of  the  reversibility  of  their  immune 
reactions  with  the  type  organism.  Because  of  these  variations  these 
organisms  may  be  classified  as  subvarieties  of  Pneumococcus  Group 
II.  All  strains  of  the  three  subgroups  thus  far  recognized  are  ag- 
glutinated by  Antipneumococcus  Serum  II,  but  the  diminished  in- 
tensity of  the  reaction  serves  to  distinguish  them  from  typical  II 
pneumococci.  The  incomplete  reaction  of  agglutination  of  these 
subvarieties  in  the  immune  serum  of  Type  II  is  apparently  similar  to 
the  diminished  reactions  which  occur  in  many  immune  sera  with 
other  organisms  closely  allied  to  the  type  used  in  producing  the 
serum.  Such  reactions  occur  only  in  the  higher  concentrations  of 
immune  sera  and  may  b^  attributed  to  the  so  called  minor  agglu- 
tinins. In  such  cases,  also,  a  non-reversibilitv  of  the  immune  reac- 
tion has  been  noted.  For  instance,  a  potent  t3rphoid  immune  serum 
may  agglutinate  Bacillus  colt  in  the  higher  concentrations,  but  an 
anticolon  serum  may  not  affect  Bacillus  typhosus.  All  strains  of 
these  subgroups  of  pneumococci  are  partially  agglutinated  in  the 
higher  concentrations  of  Antipneumococcus  Serum  II,  while  con- 
versely the  immune  serum  produced  by  any  strain  of  these  subgroups 
fails  to  react  with  the  typical  II  pneumococcus. 

In  addition  to  the  partial  agglutination  of  these  strains  in  Anti- 
pneumococcus Serum  II  and  the  absence  of  reverse  immunity  reac- 
tions, these  subvarieties  are  further  characterized  by  certain  inter- 
relationships of  a  definite  antigenic  nature,  by  virtue  of  which  they 
may  be  classified  into  at  least  three  subgroups,  which  have  been 
called  Subgroups  II  A,  II  B,  and  II  X.  It  has  been  shown  in  the 
preceding  protocols  that  a  given  member  of  either  Subgroup  II  A  or 
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II  B  is  characterized  by  the  possession  of  immunity  reactions  identi- 
cal with  those  of  all  other  strains  of  the  homologous  subgroup,  and 
that  these  reactions  are  specific  only  within  the  group.  Subgroup 
II  X  is  peculiar  in  that  it  seems  to  consist  of  a  heterogeneous  series 
of  independent  strains  which  do  not  cross  in  their  immunity  reac- 
tions with  members  of  the  other  two  subgroups  or  with  each  other. 
This  subgroup,  like  its  prototype,  Group  IV,  of  the  original  biologic 
classification,  is  of  lower  virulence,  infinitely  variable  in  its  composi- 
tion, and  lacking  in  cross-immunity  reactions.  As  has  been  noted, 
serum  Type  II  fails  to  protect  against  organisms  of  this  subgroup, 
and  inasmuch  as  specific  protection  is  regarded  as  the  ultimate  cri- 
terion for  classification,  it  is  doubtful  whether  organisms  of  Sub- 
group II  X  are  of  sufficiently  close  relationship  to  be  included  within 
Group  II. 

The  specificity  of  these  subgroups,  II  A  and  II  B,  as  tested  by  the 
immunity  reactions  of  agglutination  and  protection  is  further  con- 
firmed by  the  phenomenon  of  absorption.  Saturation  of  Antipneu- 
mococcus  Serum  II  with  a  typical  Group  II  pneumococcus  removes 
all  the  agglutinins  both  for  the  type  organism  and  its  three  sub- 
groups. Absorption  of  the  same  serum,  however,  with  a  member 
of  either  Subgroup  II  A  or  II  B  removes  only  the  partial  agglutinins 
for  the  homologous  subgroup,  but  leaves  intact  the  antibodies  for  the 
typical  II  pneumococcus  and  the  other  subgroup.  Absorption  of 
Antipneumococcus  Serum  II,  on  the  other  hand,  by  any  member 
of  Subgroup  II  X  takes  out  the  antibodies  for  that  particular  strain 
only,  and  for  no  other. 

In  the  present  discussion  no  attempt  is  made  to  interpret  the  ex- 
perimental data  in  terms  of  their  phylogenetic  significance. 
Whether  the  subvarieties  of  the  second  group  of  pneumococci  repre- 
sent strains  which  have  acquired  independently  certain  adaptive  char- 
acters, or  whether  they  are  related  to  each  other  and  to  the  fixed 
type  by  the  lineage  of  common  descent  is  interesting.  However, 
the  limited  nature  of  the  present  study  precludes  the  formulation 
of  any  hypothesis  as  to  origin. 
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SUMMARY. 

1.  At  least  three  subgroups  of  Pneumococcus  Type  II  may  be  rec- 
ognized by  specific  immune  reactions.  T'  -^y  have  been  called  Sub- 
groups II  A,  II  B,  and  II  X. 

2.  That  the  organisms  of  these  three  subgroups  are  biologically 
related  to  Pneumococcus  Type  II  is  shown  by  the  following  facts : 
(a)  Agglutination  with  Antipneumococcus  Serum  II.  (b)  Pro- 
tection with  Antipneumococcus  Serum  II,  except  Subgroup  II  X. 
(c)  Absorption  of  Antipneumococcus  Serum  II  with  typical  Type  II 
pneumococcus  removes  the  antibodies  for  all  subgroups,  (d)  Ab- 
sorption of  Antipneumococcus  Serum  II  with  a  member  of  Sub- 
groups II  A  or  II  B  removes  only  the  antibodies  for  the  homologous 
subgroup.  Absorption  of  Antipneumococcus  Serum  II  with  any 
given  member  of  Subgroup  II  X  removes  the  antibodies  for  that 
particular  strain  only. 

3.  That  the  three  subgroups,  although  biologically  related  to  Pneu- 
mococcus Type  II,  possess,  nevertheless,  specific  differential  char- 
acters which  separate  them  one  from  another,  is  evidenced  by  the 
following  facts:  (a)  The  organisms  of  any  subgroup  are  not  agglu- 
tinated by  the  antisera  of  the  other  two  subgroups,  (b)  They  are 
not  protected  against  by  the  sera  of  the  other  subgroups,  (c)  They 
do  not  absorb  from  Antipneumococcus  Serum  II  the  specific  immune 
bodies  of  the  other  subgroups. 

4.  Subgroups  II  A  and  II  B  are  characterized  by  immunity  reac- 
tions identical  within  the  respective  group. 

5.  Subgroup  II  X  consists  of  heterogeneous  strains  which  do  not 
cross  in  their  immunity  reaction  with  each  other  or  with  Subgroups 
II  A  or  II  B. 

The  author  acknowledges  his  indebtedness  to  Dr.  A.  L.  Bloom- 
field  of  the  Johns  Hopkins  Hospital  for  five  of  the  cultures  of  pneu- 
mococcus used  in  this  study. 
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SPONTANEOUS  AND  EXPERIMENTAL  LEUKEMIA  OF 

THE  FOWL. 

By  HARRV  C  SCHMEISSER,  M.D. 

(From  the  Department  of  Pathology  of  Johns  Hopkins  University,  Baltimore.) 

(Received  for  publication,  July  23,  191 5.) 

During  the  past  three  years  a  transmissible  leukemia  of  the  fowl 
has  come  under  observation,  and,  in  the  following  paper,  a  sum- 
mary of  the  literature,  together  with  a  brief  presentation  of  the 
clinical  and  anatomical  aspects  of  the  disease  will  be  given.^ 

HISTORICAL. 

Moore  (i)  reported  infectious  leukemia  in  fowls,  but  this  has  since  been 
regarded  as  not  true  leukemia.  Butterfield  (2)  and  Mohler*  recognized  the 
condition  from  the  postmortem  findings,  tind  the  first  careful  study,  including 
the  clinical  course  and  anatomical  changes,  was  made  by  Warthin  (3)  in  1907. 
The  predominating  cell  in  the  blood  and  tissues  was  the  large  lymphocyte,*  and 
the  condition  was  diagnosed  leukemic  lymphocystostoma.  Other  cases  described 
by  both  Butterfield  and  Warthin  lacked  the  blood  changes  but  showed  the  same 
tissue  picture  and  were  considered  by  these  authors  as  examples  of  aleukemic 
leukemia. 

Kon  (4)  and  later  Soshestrertski  (5)  each  report  a  similar  case  of  leukemia. 
They  consider  their  case  as  true  splenic  leukemia. 

Ellermann  and  Bang  (6,  7),  in  1908,  were  the  first  to  transmit  the  disease 
successfully  from  a  spontaneous  case  to  other  healthy  fowls.  They  report  two 
typical  spontaneous  cases  in  every  respect  similar  to  Warthin's  first  case.  They 
transmitted  the  disease  by  inoculation  of  organic  emulsion  through  three  genera- 
tions, producing  blood  picture  and  organic  findings  identical  with  the  spontaneous 
cases.  They  also  found  by  inoculation  of  organic  extract  from  a  pseudoleukemic 
fowl  (used  in  the  same  sense  as  aleukemia  of  Warthin)  that  a  picture  of  true 
leukemia  resulted,  and  concluded  that  the  two  conditions  are  etiologically 
identical. 

In  several  subsequent  reports  (8,  9)  Ellermann  and  Bang  call  attention  to 
the  following  points:  (i)  that  in  transmitted  cases  the  disease  may  appear  as 

1  A  more  detailed  and  fully  illustrated  study  will  appear  in  the  Rep,  Johns 
Hopkins  Hosp.,  1915,  xvii  (in  press). 

*  Cited  by  Butterfield  (2).    Mohler  personally  never  reported  his  cases. 

8  Obviously  the  large  mononuclear  of  the  classification  presented  in  this  paper. 
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typical  leukemia,  pseudoleukemia,  or  as  an  anemia  with  changes  in  the  bone 
marrow;  (2)  that  mitoses  in  the  blood  are  pathological  and  always  present  in 
leukemia ;  (3)  that  the  blood  of  leukemic  fowls  contains  the  virus ;  and  (4)  that 
the  disease  can  be  produced  by  a  cell-free  Berkefeld  filtrate.  They  conclude  (a) 
that  leukemia  must  be  an  infectious  disease,  and  (b)  that  it  is  to  be  placed 
among  the  diseases  due  to  a  filterable  virus. 

Schridde  (10)  questioned  the  infectious  etiology  of  leukemia  and  claimed  that 
chickens  injected  with  extracts  of  entirely  normal  organs  present  the  same 
changes  as  Ellermann  and  Bang  reported  for  leukemia. 

Hirschfeld  and  Jacoby  (11,  12)  in  1909  observed  a  typical  case  of  leukemia, 
and  the  following  year  they  reported  (13)  the  transmission  of  the  disease  from 
a  leukemic  animal^  into  the  fifth  generation. 

Burckhardt's  claim  (14,  15),  supported  by  Friedberger  (16),  that  leukemia 
could  be  produced  in  the  fowl  by  inoculation  with  pure  culture  of  fowl  tubercle 
bacilli  is  only  of  passing  interest. 

Ellermann  (17,  18)  in  answer  to  the  above  objection  of  Schridde  points  out 
that  in  the  latter's  experiments  only  the  blood  picture  was  produced,  and  in  the 
absence  of  the  characteristic  organic  changes  of  which  Schridde  makes  no  men- 
tion, his  experiments  are  of  no  importance.  The  injection  of  emulsion  of  normal 
organs  Ellermann  never  found  to  cause  any  change  in  the  blood. 

Ellermann  again  reports  the  successful  transmission  of  the  disease  with 
Berkefeld  filtrates.  Hirschfeld  and  Jacoby  (19)  and  Burckhardt  (15),  on  the 
other  hand,  report  unsuccessful  results  with  Berkefeld  filtrate. 

Ellermann  claims  to  have  shown  that  the  leukemic  virus  can  be  separated 
from  the  virus  of  tuberculosis  by  filtration,  and  that,  therefore,  the  two  diseases 
are  distinct.  He  further  claims  to  be  able  to  separate  the  spontaneous  and 
transmitted  leukemia  into  the  types  (a)  myeloid  and  (b)  l3rmphatic.  He  says 
that  a  myeloid  type  may  occur  in  one  generation  and  a  lymphatic  in  the  next, 
or  both  tjrpes  in  the  same  generation  and  that  this  is  highly  suggestive  that 
both  forms  in  man  are  due  to  one  and  the  same  infective  agent 

The  Normal  Fowl, 

The  following  data  of  the  normal  fowl  are  confined  to  those  por- 
tions of  the  body  which  are  involved  in  leukemia  and  have  been 
compiled  from  a  large  number  of  young  adult  Plymouth  Rock  hens. 

Blood, — ^The  blood  is  readily  obtained  from  the  vein  under  the 
wing.  From  a  small  needle  puncture  the  blood  flows  under  pres- 
sure.    It  is  thick,  dark  red,  and  clots  quickly. 

The  number  of  red  blood  cells  averages  3,000,000  to  4,000,000 
per  cmm.  The  number  of  white  blood  cells'^  varies  between  20,000 
to  80,000  per  cmm.  Actually  the  proportion  of  white  blood  cells 
to  red  blood  cells  varies  between  i  to  50  and  i  to  150.  The  hemo- 
globin (Sahli)  averages  60  to  70  per  cent. 

*  This  animal  was  given  to  them  by  Ellermann  and  Bang. 
5  These  were  determined  by  the  indirect  method. 
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The  blood  cells  stained  by  Wilson's  method  may  be  classified  as 
follows : 

Erythrocytes. — i.  Normocyte:  elliptical  disk.  Nucleus  same  shape  as  cell, 
deep  blue,  slightly  pyknotic.  Cytoplasm  yellow' and  glassy.  (Both  cell  and 
nucleus  are  uniform  in  size,  shape,  and  staining.) 

Blood  Platelets. — Length  of  normocyte;  width  less  than  that  of  normocyte. 
Nucleus  round,  purple;  chromatin  diffuse;  diameter  equal  to  width  of  its  cell. 
Cytoplasm  pale  gray  with  vacuoles  about  nucleus,  frequently  containing  small 
circumscribed  red  structures.    They  may  vary  in  size  and  shape. 

Leucocytes. — i.  Pol3rmorphonuclear  leucocyte  with  eosinophilic  rods:  round, 
diameter  about  length  of  normocyte.  Nucleus,  of  two  or  more  lobes,  pale  blue ; 
chromatin  diffuse.    Cytoplasm  colorless  with  bright  red,  spindle-shaped  rods. 

2.  Polymorphonuclear  leucocyte  with  eosinophilic  granules:  about  the  same 
in  shape  and  size.  Nucleus  of  two  or  more  lobes,  purple,  slightly  pyknotic 
Cytoplasm  faintly  blue  with  dull  red  granules. 

3.  Lymphocjrte:  round,  diameter  about  width  of  normocjrte.  Nucleus  round, 
purple;  chromatin  diffuse.  Cytoplasm  small  in  amount,  to  one  side  of  nucleus, 
pale  blue.  Same  cell  may  be  slightly  larger.  Thus  a  division  into  small  and 
large  lymphocyte  may  be  made. 

4.  Large  mononuclear  cell :  round  or  oval,  diameter  about  length  of  normocyte 
(at  times  more  or  less).  Nucleus  round,  oval,  or  slightly  irregular,  and  larger; 
otherwise  similar  to  nucleus  of  lymphocyte.  Cytoplasm  abundant,  completely 
surrounds  nucleus;  pale  blue.     (A  suggestion  of  fine  granules.) 

5.  Mast  cell:  about  same  size  and  shape.  Nucleus  round  or  oval,  very  pale 
blue.  Cytoplasm  abundant,  colorless,  mostly  to  one  side  of  nucleus  with  purple 
granules ;  some  scattered  over  nucleus. 

Differential  count,  300  cells.  /Vr  cent. 

Polymorphonuclears  with  eosinophilic  rods  29.6 

"  "  "  granules    4.3 

Lymphocytes    42.3 

Large  mononuclear  cells  19.4 

Mast  cells   2.2 

Unclassified  cells    2.2 

ioo^^o 

Gross  Anatomy, — A  fowl  of  average  size  and  weight  (1,760 
grams)  has  abundant  subcutaneous  fat  and  large  muscles.  The 
inner  surface  of  the  skin  is  slightly  yellow. 

The  cervical  lymph  glands®  are  sometimes  difficult  to  find.  They 
are  present  as  two  chains  of  six  to  ten  glands,  one  on  each  side  of 
the  neck,  lying  in  the  fat  upon  the  internal  jugular  vein,  and  extend- 

«Kon  (4)  considers  these  structures  the  th3rmus.  He  (4)  and  Ellennann 
(17,  18)  state  that  the  fowl  has  no  lymph  glands.  Soshestrenski  (5)  asserts 
their  existence  by  stating  that,  in  his  case,  they  were  not  enlarged. 
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ing  from  the  middle  of  the  neck  to  the  base  of  the  heart.  They  are 
elHptical,  flat,  lobulated  bodies,  averaging  i  X  0.5  X  0.2  cm.  The 
lobules  are  pink  and  separated  by  narrow  septa  of  fat.  No  other 
l3rmph  glands  were  found  in  the  entire  body. 

The  peritoneal  cavity  contains  an  omentum  rich  in  fat,  averaging 
I  cm.  in  thickness.  It  takes  its  origin  from  the  anterior  surface 
and  lower  margin  of  the  gizzard,  extending  down  the  intestines, 
etc. 

The  liver  is  a  bilobed  organ,  weighing  50  grams,  or  2.8  per  cent  of 
the  body  weight.  It  extends  down  between  the  omentum  and  ster- 
num, the  margin  of  each  lobe  reaching  as  far  as  3  cm.  above  the 
tip  of  the  xiphoid.  It  is  uniformly  reddish  brown,  moderately  soft, 
and  friable.  The  lobulation  is  usually  distinct,  at  times  difficult  to 
see.  The  cut  surface  shows  small  blood  vessels  in  long  and  cross- 
section. 

The  spleen  lies  just  behind  the  liver.  It  measures  2  X  i-S  X  i 
cm.  and  weighs  i  gram,  or  0.05  per  cent  of  the  body  weight.  It  is 
small,  soft,  and  reddish  brown.  Beneath  the  capsule  bluish  white 
Malpighian  bodies,  slightly  larger  than  a  pin  point,  may  be  indis- 
tinctly seen.  On  section  the  capsule  is  very  delicate,  the  trabeculae 
are  few,  but  usually  definite,  containing  small  blood  vessels.  The 
Malpighian  bodies  at  times  are  prominent.  The  pulp  is  not  raised 
above  the  edge  of  the  capsule.  The  kidneys  weigh  12  grams,  or  0.7 
per  cent  of  the  body  weight.  They  are  uniformly  reddish  brown 
with  a  slightly  nodular  surface. 

The  bone  marrow  is  mottled,  bright  red  and  yellow.  It  is  very 
soft,  at  times  semifluid.     It  is  always  rich  in  fat. 

Histology, — ^The  cervical  lymph  glands  are  divided  into  lobules  of 
parenchyma,  separated  by  fatty  tissue.  Each  lobule  is  surrounded 
by  a  delicate  fibrous  capsule  and  has  a  very  fine  reticulum,  in  which 
the  lymphocytes  are  diffusely  scattered.  These  are  small  round  cells 
with  round,  deeply  staining,  pyknotic  nuclei  and  a  narrow  rim  of 
pink  cytoplasm,  usually  incompletely  surrounding  the  latter. 

Sometimes  red  blood  cells  are  associated  with  the  lymphocyte; 
but  these  are  mostly  confined  to  the  capillaries.  They  appear  as 
elongated  yellowish  pink  cells  with  solid  black  nuclei,  which  are 
seen  as  rods  or  dots,  according  to  whether  they  are  in  long  or  cross- 
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section.  Scattered  through  the  lobule  are  small,  sharply  outlined, 
hyaline  structures,  which  Kon  (4)  considered  as  corresponding  to 
Hassal's  corpuscles  of  the  thymus. 

In  the  liver  the  lobule  is  difficult  to  limit.  Periportal  spaces  are 
not  easily  made  out.  They  contain  the  usual  vessels,  surrounded  by 
very  little  acellular  fibrous  tissue,  although  lymphocytes  may  be 
present  diffusely  or  in  small  follicles.  The  liver  cells  are  arranged 
in  trabeculae,  separated  by  capillaries.  All  blood  vessels  and  capil- 
laries are  filled  almost  exclusively  with  red  blood  cells. 

In  the  spleen  the  Malpighian  bodies  are  numerous  and  indistinct. 
They  are  composed  of  the  usual  lymphocytes  surrounding  very 
small  arteries.  Red  blood  cells  are  limited  to  the  pulp  where  they 
occur  more  or  less  in  clusters,  although  sinuses  or  inclosures  of  any 
kind  cannot  be  definitely  demonstrated.  The  pulp  is  also  diffusely 
infiltrated  with  lymphocytes. 

The  kidneys  for  all  practical  purposes  have  a  structure  similar 
to  the  human  kidney. 

The  bone  marrow  under  low  power  shows  a  framework  of  fatty 
tissue  enclosing  nests  of  marrow  cells.  Stained  with  hematoxylin 
and  eosin  these  may  be  grouped  as  follows : 

Erythrocytes. — i.  Normoc3rte  (a)  :  elongated,  varying  in  shape  due  to  pres- 
sure. Nucleus  a  solid  black  rod  or  dot  (long  or  cross-section).  Cytoplasm 
yellowish  pink  and  glassy. 

2.  Normoblast  (b)  :  round ;  diameter  about  width  of  normocyte.  Nucleus 
uniformly  black.  Cytoplasm  pink  or  faintly  blue,  and  glassy.  Frequently  a 
narrow  clear  zone  is  seen  about  the  nucleus. 

3.  Megaloblast  (b)  :  the  same,  larger,  about  the  length  of  a  normocyte.  Nu- 
cleus slightly  pyknotic. 

Leucocytes. — i.  Polymorphonuclear  myeloc3rte  with  eosinophilic  rods^  (c)  : 
round.  Nucleus,  two  or  more  solid,  black  lobes.  Cytoplasm  colorless  with 
bright  red,  spindle-shaped  rods. 

2.  Polymorphonuclear  myelocyte  with  eosinophilic  granules^  (b)  :  round ; 
about  same  size.  Nucleus  two  or  more  slightly  vesicular  lobes.  Cs^toplasm 
colorless  with  bright  red  granules. 

3.  Mononuclear  myelocyte  with  eosinophilic  granules  (a)  :  round  or  oval, 
varying  in  size,  mostly  larger  than  i  and  2.  Nucleus  round,  oval,  or  horseshoe- 
shaped,  eccentric,  slightly  or  very  vesicular.  Cytoplasm  colorless  with  bright 
red  granules.  * 

^  These  are  obviously  the  pol3rmorphonuclear  with  eosinophilic  rods,  the  poly- 
morphonuclear with  eosinophilic  granules,  and  the  large  mononuclear  cell  of  the 
normal  blood. 
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4.  Large  mononuclear  myelocyte^  (d)  :  round,  slightly  larger.  Nucleus  round, 
very  vesicular,  one  or  more  nucleoli.      Cytoplasm  basophilic,  moderate  in  amount 

Reticular  Cells. — Branched;  nucleus  elongated,  vesicular;  several  nucleoli. 
Cytoplasm  pink,  giving  off  delicate  fibers  to  form  reticulum. 

Lymphocytes,  mast  cells,  platelets,  mitoses  of  red  and  white  cells 
were  not  seen.  The  letters  in  parenthesis  indicate  the  order  of  pre- 
dominance. 

Spontaneous  Leukemia. 

On  October  31,  1912,  a  typical  case  of  leukemia  of  the  fowl  was 
brought  to  the  pathological  laboratory.  The  animal  was  a  Plym- 
outh Rock  hen  and  had  just  been  killed.  Nothing  is  known  of  its 
clinical  history. 

Autopsy  Findings, — Blood  smears  taken  from  the  heart  were 
stained  by  Wilson's  method.  A  detailed  description  of  the  cells  of 
leukemic  blood  will  be  reserved  for  the  experimental  leukemia  where 
it  was  possible  to  study  these  more  carefully.  Suffice  it  here  to 
comment  briefly  upon  the  most  striking  features. 

There  was  an  enormous  increase  in  white  blood  cells,  the  pro- 
portion of  white  to  red  cells  being  i  to  1.3.  The  predominating  cells 
were  the  large  mononuclear  and  the  mononuclear  myelocyte  with 
eosinophilic  granules.  The  latter  is  abnormal  in  the  blood,  normal 
in  the  bone  marrow,  and  when  found  outside  of  the  bone  marrow  is 
typical  of  leukemia.  Lymphocytes  and  polymorphonuclears  were 
strikingly  decreased.  Of  the  latter  those  with  red  granules  and  the 
mast  cell  were  rare.  Mitoses  of  the  large  mononuclears  were  com- 
mon. The  red  blood  cells  appeared  poor  in  hemoglobin,  showed 
anisocytosis,  poikilocytosis,  and  polychromatophilia.  These  cyto- 
plasmatic  changes  were  usually  associated  with  an  increase  in  the 
size  of  the  nucleus.  Premature  red  blood  cells,  normoblasts,  and 
megaloblasts  were  present  in  large  numbers. 

Differential  count,  300  cells.  /Vr  C/«/. 

Polymorphonuclears  with  eosinophilic  rods  8 

granules    o 

Lymphocytes    2 

Large  mononuclear  cells  30 

Mast  cells    o 

Mononuclear  myelocytes  with  eosinophilic  granules 52 

Unclassified  cells  8 
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Gross  Examination  of  Tissues, — The  comb,  the  featherless  area 
about  the  eyes,  the  wattles,  the  buccal  mucous  membrane,  and  the 
conjunctivae  were  very  pale.  The  anterior  chamber  of  the  left  eye 
was  filled  with  an  old  blood  clot.  A  moderately  firm,  slightly 
nodular  tumor  3.7  X  2  X  1.5  cm.  occupied  the  triangular  space  on 
the  left  side  of  the  head  between  the  angle  of  the  mouth,  the  ear, 
and  the  angle  of  the  lower  jaw,  extending  slightly  below  the  ramus 
of  the  latter.  Emaciation  was  extreme.  Subcutaneous  fat  was 
practically  absent.  The  muscles  were  greatly  atrophied.  A  second, 
slightly  smaller  tumor  1.7  X  i  X  i  cm.  was  found  just  inside  of  the 
ramus  and  below  the  orbit,  apparently  communicating  over  the 
ramus  with  the  first  growth  and  continuous  below  with  a  slightly 
larger  third  mass.® 

The  cervical  lymph  glands  were  somewhat  enlarged  and  showed 
indistinct  lobulation. 

In  the  peritoneal  cavity  the  omental  fat  was  entirely  absent  and 
the  lower  margin  of  the  right  and  left  lobes  of  the  liver  extended 
almost  to  the  pubis. 

The  liver  was  enormous.  Its  surface  was  extremely  mottled.  It 
was  reddish  brown,  and  specked  with  innumerable  gray  or  slightly 
yellow  spots  from  pin  point  to  a  few  mm.  in  diameter,  frequently 
closely  packed  to  form  irregular  areas,  the  largest  being  i  cm.  in 
diameter.  In  addition  there  were  scattered  gray  or  slightly  yellow 
nodules  averaging  about  2  mm.  in  diameter.  The  sectioned  surface 
was  similar  in  appearance.  The  blood  vessels  were  surrounded  by 
a  gray  zone. 

The  spleen  was  enormous.  It  was  about  the  size  of  a  small  hen's 
egg  and  diffusely  gray. 

At  the  apex  of  the  heart  there  were  several  gray  spots,  pin  point  to 
pin  head  in  size. 

The  kidneys  were  greatly  enlarged  and  both  showed  nodules  simi- 
lar to  those  in  the  liver. 

The  bone  marrow  was  gray  and  poor  in  fat. 

The  remaining  organs  appeared  normal. 

Microscopical  Examination  of  Tissues. — The  normal  structure  of 

the  cervical  lymph  glands  was  changed.     The  interlobular  fat  had 

®  A  more  detailed  description  and  study  of  these  tumors  will  be  reserved  for 
a  future  communication. 
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entirely  disappeared  with  approximation  of  the  greatly  swollen  par- 
enchymatous lobules.  Here  and  there  were  intra-  and  interlobular 
foci  of  myeloid  tissue.  These  frequently  enclosed  an  artery  or 
vein.  There  was  a  more  diffuse  infiltration  of  the  parenchyma  by 
myeloid  cells,  filling  capillaries,  veins,  arteries,  and  in  places  breaking 
through  the  lobular  capsule  into  the  interlobular  tissue.  Of  the  in- 
filtrating cells  two  predominated :  ( i )  A  large  mononuclear,  usually 
round,  at  times  slightly  polygonal,  with  a  single  round,  oval  or  in- 
dented, vesicular,  at  times  multiple  nucleus  with  one  or  more  nucleoli. 
Its  cytoplasm  was  granular  and  slightly  'basophilic.  (2)  The  mono- 
nuclear myelocyte  with  eosinophilic  granules,  described  under  normal 
bone  marrow.  Mitoses  of  both  cells  were  common.  Normoblasts 
and  megaloblasts  were  also  present. 

In  the  liver  the  process  was  most  extreme.  Very  little  liver  tissue 
remained.  Everywhere  were  closely  packed  masses  of  myeloid 
cells,  in  which  the  liver  trabecule  had  completely  disappeared. 
These  masses  of  cells  frequently  surrounded  blood  vessels,  both  ar- 
teries and  veins,  infiltrating  the  walls  of  the  latter  and  filling  the 
lumina  of  both.  Within  the  vessels,  the  white  blood  cells  were 
present  in  about  equal  proportions  with  the  normocytes.  These 
cells  also  occurred  everywhere  between  the  liver  columns,  spreading 
them  apart.  It  was  usually  difficult  to  demonstrate  the  capillary 
wall.  The  hepatic  cells  in  these  areas  had  not  suffered  so  much. 
Some  of  the  circumscribed  infiltrations  showed  a  coarse  sclerosis. 
The  infiltrating  cells  were  the  same  as  in  the  cervical  lymph  glands. 
A  few  polymorphonuclear  cells  of  both  types  were  present. 

The  pulp  of  the  spleen  was  diffusely  infiltrated  with  closely  packed 
leukemic  cells,  crowding  the  reticulum  and  distending  blood  vessels, 
separating  and  compressing  the  Malpighian  bodies.  Mononuclear 
myelocytes  with  eosinophilic  granules  although  present  were  some- 
what scarce.  The  large  mononuclear  with  mitoses  was  the  common 
cell. 

The  bone  marrow  was  greatly  changed.  It  consisted  of  closely 
packed  white  marrow  cells,  with  complete  atrophy  of  the  fat,  and  a 
great  rarity  of  normocytes.  One  or  two  small  areas  of  sclerosis 
were  present.  The  marrow  cells,  both  red  and  white,  answered  the 
same  description  as  normal  bone  marrow,  with  the  exception  of  the 
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large  mononuclear  myelocyte,  which  showed  considerable  variation 
in  its  nucleus.  This  was  single  or  multiple,  round,  oval,  or  horse- 
shoe-shaped. The  order  of  predominance  had  changed.  The  large 
mononuclear  myelocyte  was  present  in  far  greater  numbers  than 
any  other  cell,  and  showed  extensive  mitoses.  Normoblasts  and 
megaloblasts  with  mitoses  followed  next  in  frequency,  then  normo- 
cytes. Polymorphonuclear  myelocytes,  both  with  eosinophilic  rods 
and  granules,  had  disappeared  entirely.  The  mononuclear  myelocyte 
with  eosinophilic  granules  could  not  be  demonstrated  with  certainty. 
As  in  the  normal  marrow,  lymphocytes,  mast  ceHs,  and  platelets  were 
seen. 

In  the  remaining  organs,  the  blood  vessels  were  filled  with  the 
characteristic  blood.  Cell  infiltrations,  both  diffuse  and  focal,  oc- 
curred in  the  heart,  lungs,  and  kidneys. 

Summary,  Blood, — (a)  Although  a  total  count  was  not  made,  a 
great  increase  in  the  total  number  of  white  blood  cells  was  evident 
from  the  appearance  of  the  blood  smears,  and  blood  vessels  in 
sections.  The  actual  proportion  of  white  to  red  cells  (i  to  1.3) 
substantiated  this  fact.  The  differential  count  showed  a  marked 
increase  of  the  large  mononuclear  cell  at  the  expense  of  the  other 
white  blood  cells  of  the  normal  blood.  In  addition,  a  true  myelocyte 
appeared  in  the  circulation.  Mitoses  of  the  large  mononuclear  in  the 
circulation  were  common,  (b)  There  was  a  corresponding  decrease 
in  the  total  number  of  red  blood  cells.  These  were  poor  in  hemo- 
globin and  showed  variation  in  size  and  shape,  basophilic  staining 
of  the  cytoplasm,  and  swelling  of  their  nuclei.  Premature  red  cells 
also  occurred. 

Organs. — (a)  Many  organs  contained  diffuse  or  circumscribed 
infiltrations  of  myeloid  cells.  The  large  mononuclear  and  mononu- 
clear myelocyte  with  eosinophilic  granules  predominated  in  these  in- 
filtrations although  the  other  cells  of  the  normal  bone  marrow  were 
also  present.  This  myelosis  involved  especially  the  liver,  spleen, 
kidneys,  and  bone  marrow,  resulting  in  an  extensive  enlargement 
of  the  first  three  organs.  Almost  all  the  remaining  organs  show 
infiltration,  but  to  a  less  degree,  (b)  The  proportion  of  white  to 
red  cells  was  greatly  increased  in  the  blood  vessels.  The  predom- 
inating cells  were  the  same  as  in  the  infiltration. 
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Conclusion, — If  we  consider  that  the  cells  characteristic  of  both 
the  leukemic  infiltration  and  blood  are  the  same,  and  that  under 
normal  conditions  the  mononuclear  monocyte  with  eosinophilic 
granules  occurs  only  in  the  bone  marrow  and  the  large  mononuclear 
only  in  the  marrow  and  blood,  it  is  evident  from  the  summarized 
facts  that  the  above  case  must  be  considered  a  typical  case  of  mye- 
loid leukemia. 

Experimental  Leukemia. 

From  the  above  animal,  the  disease  was  transmitted  into  the  5th 
generation.  A  total  of  105  animals  was  used  in  conducting  many 
different  kinds  of  experiments.  Of  this  number,  22  in  all  developed 
leukemia.  In  4  additional  animals,  a  definite  diagnosis  could  not  be 
established,  although  they  were  highly  suggestive. 

This  paper  will  be  confined  to  a  report  of  the  simple  transmission 
of  the  disease  by  injection  of  an  organic  emulsion. 

Five  series  of  experiments  were  conducted,  each  consisting  of  5, 
10,  or  15  fowls,  with  20  to  40  per  cent  of  positive  animals.  Of  the 
total  number  of  40  chickens  injected,  13  developed  leukemia;  i.  e., 
32.5  per  cent.  In  addition,  a  definite  diagnosis  could  not  be  made 
in  3,  which  were  very  suspicious. 

For  transmission  pieces  of  liver,  sometimes  also  spleen,  were 
thoroughly  macerated  in  0.9  per  cent  salt  solution  and  filtered 
through  a  single  layer  of  fine  linen  or  a  small  amount  of  raw  cotton. 
This  emulsion  could  be  used  for  intraperitoneal  injection.  When 
used  intravenously,  however,  instant  death  resulted,  and  it  was  nec- 
essary to  filter  it  also  through  two  layers  of  filter  paper  with  the  aid 
of  a  suction  pump  for  successful  intravenous  inoculations.  This 
filtrate  still  contained  blood  and  parenchymatous  cells.  A  15  per  cent 
emulsion  gave  the  best  results.  10  cc.  of  the  emulsion  were  injected 
either  intravenously  or  intraperitoneally.  Both  methods  were  some- 
times combined  when  a  total  of  20  cc.  was  administered.  The  vein 
under  the  wing  was  selected  for  injection. 

Animals  used  for  transmission  were  young  adult  hens  of  the 
same  breed  as  the  spontaneous  case  and  exemplified  by  the  normal 
control. 
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Clinical  History. — The  incubation  period  is  usually  from  5  to  6  weeks,  with 
a  maximum  of  16  weeks. 

The  onset  is  as  a  rule  abrupt,  beginning  with  a  slight  but  progressive,  at 
times  a  sudden  and  intense,  pallor,  affecting  comb,  featherless  area  about  eyes, 
and  wattles.  This  is  almost  invariably  associated  with  jaundice,  which  is  like- 
wise progressive  and  usually  reaches  an  extreme  grade.  A  characteristic  yel- 
lowish pink  color  results  which  gives  the  fowl  a  ghastly  appearance.  Comb, 
etc.,  may  be  surprisingly  red  or  extremely  pale  without  jaundice.  The  animal 
emaciates  rapidly  and  to  an  extreme  degree.  The  actual  loss  in  weight  during 
the  disease  is  striking.  No.  28  at  the  onset  of  the  disease  weighed  1,485  gm.  The 
duration  of  the  disease  was  3  weeks  and  4  days.  Weight  at  death  was  897  gm., 
a  loss,  therefore,  of  588  gm.  in  25  days,  or  at  the  rate  of  24  gm.  per  day. 

At  first  the  fowl  acts  normally,  or  only  slightly  ill.  In  a  few  days,  however, 
it  is  very  sick,  stops  eating  and  drinking,  and  stands  about  with  head  retracted, 
eyes  closed,  and  tail  drooping.  It  prefers  to  assume  a  squatting  position.  If 
made  to  move,  it  does  so  very  slowly  and  carefully.  Weakness  becomes  more 
and  more  marked,  until  on  the  last  day  it  lies  on  the  floor,  wings  drooping,  eyes 
closed,  and  is  at  times  dyspneic.    Fever  has  never  been  noticed. 

After  the  animal  is  observed  to  be  sick  the  illness  lasts  from  i  to  2  weeks. 
One  case,  exceptionally  acute,  lasted  only  33  hours.  The  longest  course  was  4 
weeks. 

Only  in  one  case,  out  of  23  leukemic  animals,  did  a  spontaneous  cure  result 

Blood, — ^With  the  onset  of  anemia,  the  vein  under  the  wing  col- 
lapses and  the  blood  undergoes  a  change.  It  soon  flows  with  the 
greatest  ease,  is  pale  yellow  and  watery,  and  shows  no  tendency  to 
clot.  The  animal  apparently  would  bleed  to  death  from  a  pin  point 
wound  if  hemorrhage  were  not  artificially  arrested. 

In  most  cases  there  is  a  progressive  and  extreme  decrease  in  the 
total  number  of  red  blood  cells.  At  the  onset  the  count  may  be  but 
slightly  below  the  normal,  2,224,000,  while  just  before  death  it  at 
times  reaches  630,000  per  cmm.  In  one  case  the  count  remained 
normal.  The  white  blood  cells  are  invariably  high,  131,200  to  210,- 
000  per  cmm.  The  ratio  of  white  blood  cells  to  red  blood  cells 
varies  between  i  to  3  and  i  to  9. 

The  hemoglobin  usually  falls  steadily  and  reaches  a  very  low 
point.  From  slightly  below  normal,  40  to  50  per  cent  at  onset,  it 
frequently  drops  to  10  to  15  per  cent  just  before  death.  In  one 
case  there  was  no  change  at  all. 

The  morphology  of  the  leukemic  blood  is  exceptionally  interest- 
ing. In  addition  to  the  enormous  increase  in  the  number  of  white 
cells,  all  the  cellular  elements  show  marked  changes  and  many  new 
forms  make  their  appearance. 
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The  blood  cells  stained  by  Wilson's  method  may  be  classified  as 
follows : 

Erythrocytes. — i.  Normocyte :  (a)  normal,  except  for  variation  in  the  amount 
of  hemoglobin ;  (b)  showing  anisocytosis,  poikilocytosis,  and  polychromatophilia, 
mostly  associated  with  a  swelling  of  the  nucleus  and  a  separating  of  its  chromatin. 

2.  Normoblast:  round;  diameter  less  than  length  of  normal  normocyte.  Nu- 
cleus of  the  same  color,  or  slightly  purple,  with  more  scattered  chromatin  than 
nucleus  of  normal  normocyte.  Cytoplasm  greenish  blue  and  glassy,  frequently 
with  a  clear  zone  about  the  nucleus. 

3.  Megaloblast ;  the  same,  except  that  the  diameter  is  equal  to  or  greater  than 
the  length  of  the  normal  normocyte. 

4.  Mitotic  cells:  all  stages,  from  monaster  to  complete  division  of  nucleus, 
(a)  Round  or  elliptical;  diameter  about  the  length  of  the  normal  normocyte. 
Dense,  deep  blue  chromosomes,  massed  in  center  of  cell.  Cytoplasm  greenish 
blue  and  glassy,  (b)  The  same,  with  two  masses  of  chromosomes  in  opposite 
extremes  of  cell,  (c)  The  same  (at  times  with  a  slight  constriction  in  the  middle 
of  the  cell)  with  irregular  dense,  deep  blue  or  slightly  purple  chromatin  masses 
in  place  of  individual  chromosomes,  (d)  The  same,  with  two  nuclei,  similar  in 
appearance  to  those  of  the  normoblast,  (e)  The  same  as  the  normal  normocyte 
with  two  nuclei,  similar  in  appearance  to  those  of  the  normoblast,  but  only 
slightly  larger  than  nucleus  of  normal  normocyte,  a,  b,  c,  and  d  may  show  poly- 
chromatophilic  cjrtoplasm. 

Blood  Platelets. — i.  The  same  as  normal,  except  that  both  cell  and  nucleus  are 
larger. 

2.  Larger  than  normal  with  two  nuclei. 

Leucocytes. — i.  Polymorphonuclear  leucocyte  with  eosinophilic  rods :  the  same 
as  in  normal  blood,  at  times  possibly  a  little  smaller. 

2.  Polymorphonuclear  leucocyte  with  eosinophilic  granules:  the  same  as  in 
normal  blood,  at  times  possibly  a  little  smaller. 

3.  Lymphocyte :  the  same  as  in  normal  blood. 

4.  Large  mononuclear  cell:  (a)  as  described  in  normal  blood  with  a  little 
less  cytoplasm,  (b)  The  same  size  to  one-half  times  larger  than  (a),  with  both 
nucleus  and  cytoplasm  paler,  (a)  and  (b)  cannot  be  separated  absolutely. 
Every  gradation,  (c)  Mitoses :  all  stages  from  monaster  to  complete  separation 
of  nucleus:  (a')  elliptical;  diameter  about  1.5  times  the  length  of  the  normal 
normoc3rte.  Dense,  purple  chromosomes  centrally  massed.  Cytoplasm  pale 
bluish  gray,  granular,  (b')  The  same,  with  two  masses  of  chromosomes  in 
opposite  extremes  of  the  cell,  (c')  The  same,  with  two  purple  nuclei,  (d') 
The  same,  with  three  purple  nuclei. 

5.  Mast  cell :  as  described  in  normal  blood. 

6.  Mononuclear  myelocyte  with  eosinophilic  granules:  round  or  slightly 
elliptical,  diameter  about  length  of  normal  normocyte  or  longer.  Nucleus  oval, 
pale  blue  with  dense  chromatin,  eccentric.  Cytoplasm  colorless  with  small  and 
large  bright  red  granules ;  some  scattered  over  nucleus. 

Cytoplasmatic  masses  without  nuclei :  round  or  slightly  oval ;  diameter  varies, 
usually  about  width  of  normocyte.  No  nucleus.  Cytoplasm  grayish  blue,  some- 
times with  vacuoles. 
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The  above  is  the  blood  picture  common  to  all  leukemic  animals. 
The  order  of  predominance  of  the  white  cells  is  typical  of  leukemia, 
differing  from  the  normal,  but  agreeing  with  that  of  the  spontaneous 
case.  The  large  mononuclear  is  present  in  by  far  the  greatest  num- 
ber. The  other  cells  of  the  normal  blood  are  decreased.  Poly- 
morphonuclears with  eosinophilic  granules  and  mast  cells  are  very 
scarce.  The  mononuclear  myelocyte  with  eosinophilic  granules, 
although  not  as  common  as  in  the  spontaneous  case,  can  usually  be 
demonstrated  in  every  leukemic  animal.  The  platelets  are  greatly 
increased  in  number. 

Differential  count,  300  cells.  ^^  ^'«'- 

Polymorphonuclears  with  eosinophilic  rods  6 

granules    o 

Ljrmphocytes    4 

Large  mononuclear  cells  86 

Mast  cells   i 

Mononuclear  myelocytes  with  eosinophilic  granules  i 

Unclassified  cells  2 

100 

Autopsy  Findings.  Gross  and  Microscopical, — The  weight  of  the 
animal  in  every  case  was  far  below  its  weight  before  injection.^ 
The  two  lowest  weights,  at  autopsy,  were  675  and  897  grams. 

The  jaundice,  at  times,  involved  the  skin  of  the  entire  body.^** 
The  conjunctivae  and  buccal  mucous  membrane  were  always  very 
pale.  Emaciation  was  extreme.  There  was  a  great  scarcity  or 
entire  absence  of  subcutaneous  fat.  Muscular  atrophy  was  usually 
marked;  at  times  practically  only  the  skeleton  remained. 

The  cervical  lymph  glands,  macroscopically,  were,  as  a  rule,  un- 
involved.  In  two  cases,  they  were  definitely  enlarged,  in  the  one 
very  much  so.  They  measured  1.5  X  8  X  4  cm.  and  2X1X5 
cm.,  respectively.  They  appeared  uniformly  gray  with  absence  of 
lobulation  due  to  parenchymatous  swelling  and  atrophy  of  interlob- 
ular fat.  In  a  third  case  they  were  of  normal  size  and  appearance, 
but  showed  several  gray  nodules  i  mm.  in  diameter.  Microscopic- 
ally, those  glands  which  appeared  normal  in  gross  were  usually  free 

»  Animals  which  remained  negative  invariably  gained  weight 
10  Probably  this  was  more  frequent  but  not  recognized,  except  when  very 
grave,  because  of  the  normal  yellow  tint  of  the  skin. 
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of  myeloid  infiltration,  although  their  blood  vessels  contained  leu- 
kemic blood.  The  diffusely  enlarged  glands  showed  a  marked 
swelling  of  their  parenchyma  with  complete  atrophy  of  the  interlob- 
ular fat.  Myeloid  cells,  both  the  large  mononuclear  and  the  mono- 
nuclear myelocyte  with  eosinophilic  granules,  were  scattered  through 
the  lobules.  Foci,  entirely  of  the  first,  or  exclusively  of  the  second, 
were  localized  principally  in  the  interlobular  connective  tissue.  They 
were  rich  in  mitotic  figures.  The  gray  nodules  proved  to  be  a  mass 
of  proliferating  myeloid  tissue. 

In  the  peritoneal  cavity,  the  omental  fat  was  greatly  decreased. 
At  best,  it  was  present  only  in  moderate  amount.  As  a  rule,  it  was 
replaced  by  a  thin  yellow  membrane.  Ascites  occurred  in  6  out  of 
13  cases,  at  times  in  sufficient  amount  to  distend  the  abdomen.  It 
was  always  associated  with  a  serofibrinous  mass  which  covered  the 
liver  and  most  of  the  other  abdominal  viscera  and  the  outer  surface 
of  the  pericardium.  With  the  exception  of  Nos.  31  and  70  every 
animal  of  the  thirteen  had  an  enlarged  liver.  The  margins  of  the 
right  and  left  lobes  of  the  smallest  of  the  enlarged  livers  were  re- 
spectively I  and  3  cm.  above  the  xiphoid,  while  the  margins  of  the 
largest  liver  extended  3.5  and  3  cm.  respectively  below  the  xiphoid. 
In  fact,  the  latter  organ  in  situ  was  so  enormous  that  it  filled  the 
entire  peritoneal  cavity  and  was  the  only  viscus  visible  on  opening 
the  abdomen. 

The  liver  was  frequently  enormous.  Its  weight  ranged  from  80 
to  265  grams;  *.  e,j  over  five  times  normal,  or  6.2  to  10.3  per  cent  of 
body  weight,  an  increase  of  3.6  times  normal. 

The  external  appearance  of  the  liver  was  usually  very  character- 
istic. It  frequently  appeared  diffusely  gray,  due  to  very  closely 
packed  subcapsular  spots,  pin  point  to  2  mm.  in  diameter.  These 
were  usually  more  scattered  and  translucent,  at  times  slightly  yellow 
and  opaque.  They  were  often  fused  to  form  larger  areas  with  a 
diameter  of  0.5  to  i  cm.,  or  they  were  arranged  in  a  delicate  gray 
network.  In  addition,  numerous  gray  or  slightly  yellow  nodules 
ranging  from  0.2  to  0.5  cm.  in  diameter  were  often  present.  The 
whole  gave  the  surface  an  extremely  mottled  appearance.  Lobula- 
tion at  times  was  visible,  usually  indistinct.  The  liver  was  either 
slightly  firm  or  friable.    The  sectioned  surface  appeared  very  similar 
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to  the  external  surface.  Dots  and  lines  often  formed  gray  borders 
along  the  blood  vessels.  The  latter  also  occupied  the  centers  of 
some  of  the  larger,  circumscribed  gray  areas.  The  perivascular  con- 
nective tissue  in  rare  instances  was  bile-stained.  Microscopically, 
there  was  usually  a  diffuse  infiltration  of  myeloid  cells.  They  were 
closely  packed  within  and  without  the  intralobular  capillaries.  The 
liver  trabeculae  showed  fatty  degeneration  and  atrophy.  The  large 
mononuclear,  rich  in  mitotic  figures,  was  by  far  the  predominating 
cell.  The  mononuclear  myelocyte  with  eosinophilic  granules  was 
very  scarce.  Scattered  through  the  section  were  foci  of  large  mon- 
onuclears, or  of  mononuclear  myelocytes  with  eosinophilic  granules. 
Some  foci  contained  both  types  of  cells.  They  abounded  in  mitotic 
figures.  The  liver  cells  in  these  foci  had  entirely  disappeared.  The 
small,  gray  nodules  consisted  of  circumscribed  masses  of  myeloid 
tissue,  usually  occupying  the  periportal  spaces  and  composed  of  a  cen- 
tral portion  of  large  nrononuclears  surrounded  by  the  mononuclear 
myelocyte  with  eosinophilic  granules.  In  the  blood  vessels  and 
capillaries  the  large  mononuclear  at  times  seemed  to  exceed  greatly 
the  normocyte  in  number. 

The  spleen  with  the  exception  of  Nos.  31  and  70  was,  in  every 
case,  enlarged,  usually  extremely.  The  smallest  of  the  enlarged 
organs  measured  3  X  2  X  1.7  cm.,  the  largest  4  X  3  X  2.3  cm. 
The  latter  was  just  twice  normal  in  every  dimension.  The  lowest 
weight  was  6  grams,  the  highest  18  grams;  i.  e.,  18  times  normal,  or 
0.6  to  1.6  per  cent  of  body  weight;  i,  c,  32  times  normal. 

The  surface  of  the  spleen  was  sometimes  normal.  More  fre- 
quently, it  was  studded  with  scattered  gray  or  slightly  yellow  spots 
and  nodules.  The  first  was  from  i  to  3  mm.,  and  the  largest  of  the 
second  from  0.5  to  i  in  diameter.  Again,  the  organ  appeared  dif- 
fusely gray.  On  section  it  was  usually  similar  to  the  surface.  When 
diffusely  gray,  the  pulp  was  somewhat  granular  and  in  excess. 
Microscopically  the  entire  pulp  was  often  diffusely  infiltrated  with 
the  large  mononuclear  cell  separating  and  compressing  the  Malpigh- 
ian  bodies.  In  addition,  circumscribed  closely  packed  masses  of 
pure  large  mononuclears  or  mononuclear  myelocytes  with  eosino- 
philic granules  were  scattered  through  the  section.  Occasionally, 
the  myelosis  was  only  present  in  foci,  with  practically  no  disturbance 
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of  normal  splenic  structure.  Mitoses  were  abundant  wherever  the 
large  mononuclear  occurred. 

The  kidneys  of  5  of  the  13  cases  were  enlarged.  They  weighed 
from  12  to  26  grams;  or  0.8  to  1.4  per  cent  of  the  body  weight. 

The  surface  and  section  of  the  kidney  were  entirely  normal,  but 
usually  there  were  below  its  capsule  scattered,  gray,  pin  point  dots, 
delicate  lines,  or  even  one  or  two  nodules,  the  largest  0.5  cm.  in 
diameter.  Again,  they  appeared  diffusely  gray.  Microscopically, 
the  kidneys  always  showed  more  or  less  distention  of  their  blood 
vessels  and  intertubular  capillaries  with  the  characteristic  leukemic 
blood  in  which  white  blood  cells,  at  times,  even  seem  to  exceed  the 
normocytes,  and  in  which  the  large  mononuclears  predominated. 
When  capillary  distention  was  moderate,  the  tubules  appeared  nor- 
mal, but  at  times  they  were  so  enormously  overfilled  as  to  cause 
extreme  atrophy  and  degeneration  of  the  renal  epithelium,  result- 
ing frequently  in  circumscribed  areas  devoid  of  any  parenchyma. 
These  areas  were  more  pronounced  about  the  larger  blood  vessels. 
The  walls  and  the  perivascular  tissue  of  some  of  the  vessels  were  in- 
filtrated with  actively  generating  myeloid  cells,  especially  the  large 
mononuclear. 

The  bone  marrow  was  always  involved,  usually  more  or  less  char- 
acteristically. It  was  increased  in  amount,  moderately  soft,  and  red, 
with  countless  gray  dots  to  slightly  larger  areas ;  or  it  was  diffusely 
g^ay.  Microscopically,  the  normal  structure  of  the  marrow  was 
greatly  changed.  The  fatty  tissue  had  completely  disappeared  and 
the  marrow  cells  formed  a  solid  mass.  The  description  of  the  red 
and  white  marrow  cells  agreed  with  that  given  under  normal  mar- 
row. Possibly  the  large  mononuclear  was  more  commonly  polyg- 
onal, due  to  pressure.  Mitoses  of  both  the  large  mononuclear  and 
the  erythrocytes  were  common.  The  order  of  predominance  was 
changed  from  normal.  The  large  mononuclear  myelocyte  was  by 
far  the  most  abtmdant;  the  normoblast,  the  megaloblast,  and  the 
mononuclear  myelocyte  with  eosinophilic  granules  followed  in  about 
equal  numbers ;  the  normocyte  was  least  numerous.  Both  types  of 
pol)rmorphonucIear  as  well  as  the  lymphocyte,  mast  cells,  and  platelet 
were  not  seen  at  all.  Mitoses  of  the  mononuclear  myelocyte  with 
eosinophilic  granules  were  not  demonstrated. 
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In  the  remaining  organs  and  tissues  the  blood  vessels  were  filled 
with  the  characteristic  blood;  and  in  many,  infiltrations  of  myeloid 
cells  occurred  in  moderate  degree. 

Summary, — The  essential  points  deduced  from  the  simple  trans- 
mission of  leukemia  by  injection  of  an  organic  emulsion  may  be 
stated  as  follows : 

Clinical  History. — After  an  incubation  period,  usually  from  5  to  6  weeks,  the 
fowl  suddenly  becomes  pale,  jaundiced,  emaciates  rapidly,  loses  weight,  and 
shows  sfgns  of  extreme  weakness,  followed  almost  without  exception  by  death 
in  I  to  2  weeks. 

Blood, — (a)  The  total  number  of  white  blood  cells  is  greatly 
increased,  resulting  in  a  proportion  of  one  white  to  three  red  blood 
cells.  The  differential  count  showed  a  marked  increase  and  pre- 
dominance of  the  large  mononuclear  over  the  other  white  cells  of 
the  normal  blood,  which  have  decreased.  The  mononuclear  myelo- 
cyte with  eosinophilic  granules  is  present  in  more  or  less  numbers  in 
practically  every  case.  Besides  the  normal  appearing  large  mono- 
nuclear, one  sees  many  larger  pale  forms.  In  these  cells,  typical  and 
atypical,  mitoses  in  all  stages  are  common,  (b)  The  total  number 
of  red  blood  cells  is  correspondingly  decreased,  with  a  marked  fall 
in  hemoglobin.  They  present  varieties  in  size,  shape,  and  staining, 
associated  with  swelling  of  the  nucleus.  Normoblasts  and  megalo- 
blasts,  with  mitoses  in  all  stages,  make  their  appearance,  (c)  There 
is  an  increase  in  the  number  of  blood  platelets,  associated  with  an 
increase,  both  in  size  of  the  cell  and  its  nucleus.  The  cells  frequently 
contain  more  than  one  nucleus,  (d)  The  clotting  power  of  blood 
is  greatly  decreased. 

Organs, — (a)  A  diffuse  or  focal  infiltration  of  marrow  cells  occurs 
in  many  organs.  The  large  mononuclear  and  mononuclear  myelo- 
cyte with  eosinophilic  granules  predominate  and  may  occur  sepa- 
rately or  together  in  the  same  nodule.  Extensive  mitoses  occur  in 
both  these  cell  types.  This  myelosis  affects  more  particularly  the 
liver,  spleen,  kidneys,  and  bone  marrow,  causing  a  great  increase  in 
the  size  of  the  first  three  organs.  Rarely  the  cervical  lymph  glands 
are  also  very  much  enlarged.  Most  of  the  remaining  organs  and 
neighboring  tissues  may  contain  infiltrations,  but  not  so  extensive, 
(b)  The  proportion  of  white  to  red  blood  cells  is  greatly  increased 
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in  the  blood  vessels.  The  same  cells  predominate  as  in  the  infiltra- 
tion, (c)  The  atrophic  and  degenerative  changes  of  the  paren- 
chyma and  of  the  adipose  tissue  are  marked;  ascites  occurs. 

Conclusion, — From  the  above  experimental  study  the  following 
conclusions  may  be  drawn:  The  injection  of  an  organic  emulsion 
causes  a  picture  of  myeloid  leukemia  in  every  respect  similar  to 
spontaneous  leukemia  as  it  occurs  in  the  fowl.  The  clinical  picture 
and  changes  produced  in  blood  and  organs  are  analogous  to  those 
which  occur  in  human  leukemia. 

CONCLUSIONS. 

1.  The  spontaneous  occurrence  of  myeloid  leukemia  of  the  fowl 
is  confirmed. 

2.  Myeloid  leukemia  of  the  fowl  is  transmissible  by  intravenous 
or  intraperitoneal  injection  of  an  organic  emulsion. 

The  latter  is  in  confirmation  of  the  work  of  Ellermann  and  Bang 
(6,  7),  who  first  successfully  transmitted  the  disease.  They  were 
followed  by  Hirschfeld  and  Jacoby  (13),  whose  successful  trans- 
missions, however,  seem  to  be  limited  to  a  strain  which  had  its  origin 
in  a  fowl  presented  to  them  by  Ellermann  and  Bang.  Burckhardt 
(14,  15)  likewise  transmitted  the  disease,  but  here  again  the  stock 
animal  came  from  Hirschfeld  and  Jacoby  and  therefore  indirectly 
from  Ellermann  and  Bang. 

The  transmission  reported  above  is  of  special  interest,  because  it 
originated  in  an  animal  absolutely  unrelated  to  that  of  the  previous 
investigators. 
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